Day -3ish: (Friday)
· Make square CHAH plates (at least 22) so 1L flask of CHA and hemoglobin will be used. 
· Check multichannel, multichannel pipette tips
Day -1: (Monday)
· Make a lawn of LVS on two CHAH plates
· Prepare 100mL of sterile freshwater into a 250 mL flask for OD
· Prepare 50 mL of sterile freshwater into a conical. 
· Get 9 small flasks (can be beveled) and label accordingly. 
· Have 4 square CHAH plates ready and labeled for Day 0. 
· Have 18 square CHAH plates labeled for Day 1. (22 plates total)
Day 0: (Tuesday)
· Take OD first!
· Get a sterile 1.5 mL tube and pipette 500 uL of freshwater into it. 
· Scrap up all of cells that were prepared the previous day (which I messed up) into the 1.5mL tube with freshwater. Resuspend the cells. 
· Add 500 mL more freshwater to the 1.5 tube
· Pipette 980 uL of freshwater and 20 uL of resuspended cells into the cuvette. Place parafilm on top and invert 3 to 5 times, slowly. 
· Use spectrometer to measure OD. Obtain an OD600 of 0.03. Don’t forget the blank!
· Needs to be between 0.05-0.60 (dynamic range of the spec), if more than 0.6 need to dilute
· C1V1=C2V2
· V1 = 
· Amount of resuspended cells to add
· C1 = 
· the OD measured x 50 (amount diluted)
· C2 = 0.03
· V2 = 100 mL
· Take prepared 100 mL freshwater in 250mL baffled flask and add V1 of resuspended cells to it. 
· Put the cells into three technical replicates. 10 mL in 3 different flasks for the three different conditions. 9 flasks total. 
· Put flasks in respective locations.
· 4°C – cold room
· 16°C – Bertin Lab?
· 25°C – cold room
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[bookmark: _Toc97192419]Plating Protocol
· Prepare 96 well plate, cuvette, parafilm, freshwater samples, square CHAH plate, and 1xPBS
· Test plate to see if it is dry enough by pipetting 10 uL of freshwater and watching it drip. 
1. Pipette 180 uL of 1 x PBS into wells row B1/2-G1/2.
a. Use multichannel and a reservoir. 
2. Pipette 200 uL from 100mL (which is now 10ml) of resuspended cells and freshwater into A1 and A2 
a. Use a 200 uL pipette. 
3. Using the multichannel pipette, pipette 20 uL from A into B. Mix 150 uL of the volume three times. 
4. Repeat step 3 for B to C, C to D. 
a. hint = say it out loud so you don’t lose your place. 
b. Change the tip each time!
5. Use the less volume multichannel pipette set to 10 uL and change the orientation of the plate to vertical before starting the dripping process. 
6. Pipette 10 ul from A1-G1 onto the plate, letting each drip down the plate. 
a. Remember to stay within the 6 inches of the flame, don’t put the handle of the multichannel pipette to the flame, have the plates at roughly a 45-degree angle, and place to dry in between two pipette boxes at the same angle. 
b. Two plates for each column. So should be 18 total plates
c. Place in incubator for 2 days and then pull out and 
Plating is done in order to get the starting point for all of the samples. 
Day 1: (Wednesday)
· Plate day 1
Day 3: (Friday)
· Pull out plates (Day 0 and Day 1)
· Count if possible, if not, leave at room temperature.
· Plate Day 3 (instead of day 4 like last time) 
