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DNA ladder used throughout this notebook.

[bookmark: _Toc94554051]January 2022

[bookmark: _Toc90206631][bookmark: _Toc94554052]Monday, January 31, 2022
To Do:
1. Make 10 square CHAN plates
2. Make LVS glycerol stocks
[bookmark: _Toc94554053]Cystine heart agar with hemoglobin plates protocol- by Jamie Wandzilak	
For 300 mL of CHA
1.  Take out 15.3g of cystine heart agar into 1L flask (non-baffled; 10.2g/100mL) 
2. Add 150mL of ddiH2O (type I) 
3. Add stirbar to flask 
4. Heat on low, stirring, for about 10 minutes (media should be totally dissolved) 
5. Autoclave on 30’ liquid cycle, filling the water bin up to the height of the media 
6. Cool down (ideally to ~55C)
7. Separately (before), prepare hemoglobin 2% solution 
8.  Add 3g freeze-dried hemoglobin to 150mL of ddiH2O (type I)
9. Autoclave on 20’ liquid cycle with water in the bin
10. Cool down (ideally to ~55C)
11. Using sterile technique, pour hemoglobin into CHA
12. Using a 50mL pipet, aliquot 30mL of CHAH mixture into each 100mm plate (should make approximately 20 plates) Try to avoid bubbles!

[bookmark: _Toc94554055]February 2022

[bookmark: _Toc94554056]Tuesday, February 1, 2022
To Do:
1. Make LVS glycerol stocks
2. Make LB-agar plates
3. Make MHB
4. Make 10 x PBS
[bookmark: _Toc94554054][bookmark: _Hlk528761488]Making Glycerol Stocks Protocol 
1. Make 2 cryovials for each strain (permanent stocks), label! 
2. Prepare 2.4mL of MHB in a 50mL conical (adjust if you are also making single use stocks) 
3. Take at least half of a thickly spread plate and add cells to the MHB tube
4. Resuspend until there are no clumps in the MHB 
5. Add 600ul of 75% glycerol to the 2.4mL mix by pipetting  
6. Aliquot 1mL per cryovial, freeze at -80  
7. For single use stocks follow the same protocol but pipet 50ul of solution to tubes 
2 x 1 mL glycerol stocks in screwcap cryo vials AND 9 x 50 mL single use aliquots in flip top microfuge tubes
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 stirbar to flask
3. Add 500 mL ddiH20
4. Mix on stirplate until components are dissolved
5. Cover top of flask with foil and add a small piece of autoclave tape
6. Autoclave on 30 minute liquid cycle

Mueller-Hinton broth protocol- by Jamie Wandzilak
	
For 500 mL of MHB
1. Weigh out 10.5g of Mueller-Hinton broth into 1L square-bottle  
2. Add 500mL of ddiH2O (type I)  
3. Autoclave on 30’ liquid cycle, filling the water bin up 
4. Cool down to 37  ̊C or cooler
5. Can keep this sterile media indefinitely without supplements 

10X PBS recipe
Start with 800 ml of distilled water:
Add 80 g of NaCl.
Add 2 g of KCl.
Add 14.4 g of Na2HPO4.
Add 2.4 g of KH2PO4.
Adjust the pH to 7.4 with HCl or NaOH.
	Bring 20ul and 200ul pipettes, pipettes tips, water, waste beaker, 5 M sodium hydroxide to INBRE
Add distilled water to a total volume of 1 liter.

Amount of PBS needed for dilutions for viable cell plate counting: 
	6 x 3 = 18 wells
	18 x 180 ul = 3240 ul = 3.24 mL

Prepared lawn of F. tularensis for practice run of using the multichannel tomorrow. Used a 50ul single use aliquot that I made earlier and pipetted it onto a non-antibiotic CHAN plate. Used a wooden stick to spread. 
Wednesday, February 2, 2022
To Do:
1. Complete viable cell count plates practice
2. Ask how many days to wait until count (4?)
Cell Count Plates Protocol 
Plating LVS in PBS, 6 plates total
Check OD = 0.03 in 1 mL and use C1V1=C2V2
1. Get 96 well plate, cuvette, MHB, and cells prepared
2. Get a sterile 1.5 ml tube and pipette 300ul of MHB
3. 1 loop of cells that were prepared the day before into the tube of MHB
4. 900 ul of MHB and 100 ul of resuspended cells into cuvette
5. Place parafilm on top and invert 3 to 5 times
6. Use spectrometer to measure OD
7. V1 = (0.03 x 200) / (C1 x 10 )
8. Pipette 200ul of the OD = 0.03 cells into wells A1, A2, A3
9. Pipette 180 ul 1 x PBS into wells B1/2/3 – G1/2/3
10. Using the multichannel pipette, pipette 20 ul from A into B 
11. Program to mix 150 ul of the volume three times
12. Repeat steps 4 and 5 for B to C, C to D, ect. for each row
a. CHANGE THE TIP EACH TIME!
13. Using a different multichannel pipette set to 10 ul and change the orientation of the plate to vertical 
14. Pipette 10 ul from A1-G1 onto one plate letting each drip down the plate
15. Two plates in each column
*if drips run into each other, redo! 
*need dry plates

Thursday, February 3, 2022
To Do:
1. 
Friday, February 4, 2022
To Do:
1. Streak out 

Monday, February 7, 2022
To Do:
1. Move plates to room temperature

Tuesday, February 8, 2022
To Do:
1. Patch out cells for beta-gal
2. Prep for beta-gal
[bookmark: _Toc93925590]Beta-Galactosidase Assay Prep
Z-Buffer (1L)
16.1g Na2HPO4•7H2O
5.5g NaH2PO4•H2O
0.75g KCl
0.246g MgSO4•7H2O
997.3ml ddH2O
pH 7
ONPG solution
160 mg O-Nitrophenyl-beta-galactoside (ONPG) in 40 mL (4 mg/mL) in Z-buffer. 
Store at -20°C.

Wednesday, February 10, 2022
To Do:
1. Beta-gal for 149.1 and 148.1
2. Move culture tubes to 37*C shaker
3. Use loop to scrape patch into microtube with MHB (3 per strain) 
4. Pipette up and down until no clumps
5. Repeat for all 18 patches
6. 50 uL from cell suspension and add to cuvette with 950 uL MHB
a. Invert to mix with parafilm
7. Read OD600 in spec: MUST BE BELOW 0.05-0.6
8. Calculate volume to add with C1V1=C2V2 
a. V2=6000 uL
b. C2 for LVS = 0.1 uL
c. C2 for rpsu2 = 0.135 uL
d. C1 = OD600 * 20
e. V1= ((6000)(0.1 or 0.135))/ (OD600 x 20)
9. Add appropriate volume to culture tubes
10. Put in shaking incubator at 37*C 
11. Start timer counting up

Tubes for culturing: 
	Tube #
	Strain
	

	1-3
	149 (LVS)
	Prpsu2-rpsU2UTR

	4-7
	148 (Δ2)
	Ptul4-rpsU2UTR
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1% agarose stained in SYBR Safe

0.5 pg/lane 0.5 pg/lane
X TAE 1XTAE




