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Tuesday, January 24th, 2023
To Do:
1. Make LB agar x2
2. Make MHB x2
Results and Data:
[bookmark: _Toc126243613]Preparing LB-agar
1. For 500 mL of LB-agar, weigh out the following components and add to a 1 L (non-baffled) flask:
a. 6 g agar
b. 5 g NaCl
c. 5 g Tryptone
d. 2.5 g Yeast extract
2. Add stir bar to flask
3. Add 500 mL ddiH20
4. Mix on stir plate until components are dissolved
5. Cover top of flask with foil and add a small piece of autoclave tape
6. Autoclave on liquid30 cycle

[bookmark: _Toc126243614]Preparing MHB 
1. For every 500mL of MHB, weigh 10.5g of MHB dehydrated powder into a 1L orange capped bottle
2. Add 500mL of ddiH2O and shake
3. Autoclave on liquid 30 cycle
Prepared two bottles each of LB-agar and MHB. 

Wednesday, January 25th, 2023
To Do:
1. Laurenobiolide calculation
Results and Data:
Received 2.6mg of laurenobiolide from Dr. Bertin’s lab. 8mg/ml CH3OH concentration needed, 325ul of methanol calculated to be added to reach desired concentration.
Friday, January 27th, 2023
To Do:
1. Meeting with Kathryn
2. Sign independent study contract
Results and Data:
Completed the independent study contract with Kathryn to obtain permission number for BPS498. Set meeting schedule of biweekly meetings with Kathryn (every other Monday at 10:30-11 (for now)). 
Retrieved data from last semester and recreated excel sheet with measurements from the 11.18.22 experiment. 3 of the measurements had no zone of inhibition; these three discs were impregnated with the laurenobiolide of the remaining stock that I had, as there was not enough in the new aliquot that I had received, results show it must have been lower concentration or purity compared to the new one.

Monday, January 30th, 2023
To Do:
1. Meeting with Kathryn
2. Streak out cells
3. Pour LB plates 
4. UV sterilize EP cuvettes 
Results and Data:
Met with Kathryn to touch base on some things; revisited information about my last experiment (11.18) and how moving forward how important it is to take from the same aliquot of laurenobiolide. 
Prepped for DDA tomorrow. Struck out SA113, 4A3M1-M4 onto LB agar. Poured non abx LB plates onto round plates. Some of the plates are wobbly so I laid out most of the plates on the bench. Will need to dry the plates by the flame before I plate any bacteria onto them. 
Restocked 50ml serological pipets above the lab bench.
Sterilized EP cuvettes in the UV sterilizer. 

Tuesday, January 31st, 2023
To Do:
1. DDA
2. Sterilize cuvettes
Results and Data:
Made sure to set up everything I needed before I took the bacteria out of the incubator (labeled tubes, cuvettes, plates. Added beads to plates, added LB in proper amounts according to labeled tube or cuvette)
	400ul in the initial resuspension, 900ul in the 1:10 dilution tubes, 950ul in the cuvettes, and 1000ul in the final volume tubes.
I also made sure to pipet methanol and laurenobiolide onto the discs and let them dry in advance. I noticed that there wasn’t a full amount of 20ul on one of the laurenobiolide discs, so I made sure to put it onto SA113-1 just so it wouldn’t interfere with any of the potential mutants’ measurements.
Measurements of ODs;
SA .262 – 95.4ul
M1 .192 -130.2ul
M2 .313 – 79.9ul
M3 .135 - 185.2ul
M4 .291 85.9ul
Upon determining these values, I would first take that amount of the final volume tube of LB and then put the volume of resuspended cells from the 1:10 dilution into the final tube. 
Need to update with information from yesterdays experiment
Wednesday, February 1st, 2023 
To Do:
1. Analysis and Measurements
2. Moving forward?
Results and Data:
Insert measurements of diameters and excel sheet, representative images of the mutants and WT. 
Moving forward: need to isolate gDNA!
Wrapped the DDA plates into parafilm and stored them in the 4C refrigerator in the meantime. 
Tomorrow’s plan is to go ahead and pellet at least half a plate of cells per tube: SA, M1 ,M3, M4. HT suggested that overnight cultures will be needed at 5mL to grow more bacteria, and that the lysostaphin will be the limiting reagent. May not yield enough gDNA, potentially may need more cells?
Reference January 26, 2022, in Hannah’s notebook for information about the lysostaphin protocol. There is also a modified protocol for isolating S. aureus gDNA which is in the protocols folder. 
Steps from KMR:
Label microfuge tubes well
Add ~300 ul 1xPBS to each tube
Scrape up a bunch of cells (ask HT how much), get them off the loop and into the PBS
Spin down cells 
Remove excess PBS
Store at -20C until ready to isolate gDNA
Thursday, February 2nd, 2023
To Do:
1. Pellet bacteria from SA113, M1,3,4
2. Lysostaphin Master Mix
Results and Data:
Made PBS aliquot, took 1ml from 10x PBS using aseptic technique with a serological pipet and then added 9ml of DI water to the aliquot – 10ml of 1x PBS.
Took parafilm wrapped plates out of the 4C fridge. I took 4 microfuge tubes and labeled them SA pl (pellet), M1 pl, M3 pl, and M4 pl. Scraped up about half a plate per tube, inoculated into 300ul 1x PBS. Bacteria was taken from DDA plates, avoiding contact near the laurenobiolide discs. SA113-1, LR4A3M1-1, LR4A3M3-3, LR4A3M4-1. Centrifuged at max speed for 3 minutes. 
[bookmark: _Toc126243615]gDNA Materials Needed:
most stuff in DNA RNA box 
Ice
150 ul Lysostaphin - -20C antibiotics box 
1x Tissue and Cell Lysis Solution – box above water bath
Lysozyme crystals  - in full plastic Tupperware dark round container
Proteinase K – furthest left enzyme box in front row (red)
RNAse A– furthest left enzyme box in front row (red)
MPC Protein Precipitation Reagent – box above water bath
Isopropanol 
70% ethanol
.1X EB
[bookmark: _Toc126243616]Lysostaphin Preparation (10 mg/mL)
1. Make up ~30 ml of 20 mM sodium acetate in MQ water.
2. Adjust pH to 4.5 with acetic acid or NaOH as needed, adding dropwise.
3. Filter sterilize solution.
4. Dissolve whole vial of lysostaphin (5 mg) in 0.5 ml buffer.
5. Aliquot solution out into 65 ul aliquots in sterile Eppendorf tubes.
6. Label and store at -20 (in antibiotics box). Avoid repeated freeze-thawing of aliquots.
[bookmark: _Toc126243617]DNA Purification Protocol – S. aureus
Cell Samples
1. Dilute lysostaphin in Tissue and Cell Lysis Solution solution to 1 mg/mL (i.e. 30 ul of 10 mg/ml stick in 270 ul TCL)
2. Add lysozyme crystals to 1 mg/mL and dissolve by pipetting up and down.
3. Pellet cells by centrifugation (0.5-1 x 106 mammalian cells; 0.1-0.5 ml of an overnight culture of E. coli) and discard the supernatant, leaving approximately 25 μl of liquid.
4. Vortex for 10 seconds to resuspend the cell pellet.
5. Add 300 ul of Tissue and Cell Lysis Solution containing the lysozyme and lysostaphin and mix thoroughly.
6. Incubate at 37°C for 30 minutes
7. Add 1 ul of Proteinase K to each sample and mix thoroughly.
8. Incubate at 65°C for 15 minutes; vortex every 5 minutes.
9. Cool the samples to 37°C and add 1 μl of 20 mg/ml RNase A to the sample; mix thoroughly.
10. Incubate at 37°C for 30 minutes. – start centrifuge cool down 
11. Place the samples on ice for 3-5 minutes and then proceed with total DNA precipitation (below).
Precipitation of Total DNA (for all biological samples)
1. Add 150 μl of MPC Protein Precipitation Reagent to 300 μl of lysed sample and vortex vigorously for 10 seconds.
2. Pellet the debris by centrifugation at 4°C for 10 minutes at ≥10,000 x g in a microcentrifuge. If the resultant pellet is clear, small, or loose, add an additional 25 μl of MPC Protein Precipitation Reagent, mix, and pellet the debris again.
3. Transfer the supernatant to a clean microcentrifuge tube and discard the pellet.
4. Add 500 μl of isopropanol to the recovered supernatant. Invert the tube 30-40 times.
5. Pellet the DNA by centrifugation at 4°C for 10 minutes in a microcentrifuge.
6. Carefully pour off the isopropanol without dislodging the DNA pellet.
7. Rinse twice with 70% ethanol, being careful to not dislodge the pellet. Centrifuge briefly if the pellet is dislodged. Remove all of the residual ethanol with a pipet and let dry completely under hood.
8. Resuspend the DNA in 35 μl of 0.1x EB Buffer. Put on ice to help dissolve, and add 50 μl of additional buffer if DNA is very goopy.
9. Check concentration and purity by nanodrop.

Friday, February 3rd, 2023
To Do:
1. Work on proposal and updating Notebook
Results and Data:

Tuesday, February 7th, 2023
To Do:
1. Lysostaphin gDNA extraction
Results and Data:

