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Recipe for Minimal Media
Combine M9 salts and water as indicated below and autoclave (liquid cycle, 30 minutes). When cool, aseptically add glucose, MgSO4, and CaCl2. 
	Reagent
	Amount to add (for 100 mL)

	M9 salts (5X) 
	20 mL

	Glucose (20%)a
	2 mL

	MgSO4 (1 M)b
	200 μL

	CaCl2 (1 M)b
	10 μL

	ddiH2O 
	78 mL

	aFilter-sterilized and stored at 4°C. 

	bAutoclaved and stored at room temperature. 



5X M9 Salts
	Chemical
	Mass

	Na2HPO4•7H2O
	64 g

	KH2PO4
	15 g 

	NaCl
	2.5 g

	NH4Cl
	5.0 g 

	ddiH2O
	to 1 L

	Divide the salt solution into 200-ml aliquots

	Sterilize by autoclaving for 15-20 minutes




Adjusting pH of Minimal Media
· Added a stir bar to the minimal media and brought the minimal media to INBRE in a plastic bin along with 5N NaOH, 5N HCl, and 1000 uL and 200 uL pipettes and pipette tip boxes.
· Found a glass waste beaker.
· Calibrated the pH meter following the printed directions using the calibration solutions for pH 7, 4, and 10. More calibration solutions are located on the side to refill if necessary.
. Pressed “Set Up” then set to “Cal1”, rinsed the probe with water, and placed in the pH 7 solution. When the display stopped blinking, pressed “Calibrate.” These steps were repeated for the second and third calibration solutions, and finally “Measure” was pressed instead of “Calibrate.”
· Placed the minimal media on the stir plate and began stirring.
· Checked the pH of the minimal media using the pH probe and found it to be 8.10.
· Added 5N HCl, dropwise, to the minimal media until the pH registered 7.06 (about 54 drops or 600 uL).
· Rinsed the probe with water and put back into the reference electrode filling solution.
· Rinsed waste beaker.
Transformed pKR147 into XL1-Blue cells and left on benchtop from 5/8/23 to 
On 5/18/23:
	Sample ID
	ng/µl
	A260 (Abs)

	pKR147_1
	8.2
	0.164

	pKR147_2
	9.2
	0.184

	pKR147_3
	2.2
	0.043



Started cultures in minimal media on 5/20/23 (what temperature?).
Pelleted cells from two culture tubes of minimal media on 5/22/23.
Miniprepped pellets on 5/24/23 and got the following concentrations:
	Sample ID
	ng/uL

	MM1
	33

	MM2
	26.9



Also from 5/24/23:
Removed culture tube with minimal media from shaking incubator in 27C room at 2:15 PM and noticed that the temperature was 29 degrees C. Split the culture in half (about 2.3 mL each). Added 250 uL Chloramphenicol to 7.7 mL of minimal media, then added this mixture to one of the tubes from the previous step to make a 10 mL culture. This 10 mL culture was split into two 5 mL cultures, and these were incubated at 29 degrees C for two hours (2:35 PM – 4:35 PM). The 2.3 mL culture that did not have Chloramphenicol added, and the two 5 mL cultures that contained Chloramphenicol were both Miniprepped to compare concentrations. The culture without Chloramphenicol had the higher concentration.
	Sample ID
	ng/uL

	MM3 (-chloramphenicol)
	7.7

	MM4 (+chloramphenicol)
	3.3



So, don’t use chloramphenicol.
On 5/26/23, Inoculated six minimal media overnights for pKR147 with antibiotics and placed them in the 27C room shaking incubator.
On 5/30/23:
Miniprep of pKR147 from Minimal Media
1. Removed tubes from shaking incubator in 27C environmental room at 9:30 AM.
2. There was growth in all six tubes for pKR147, but some (3, 5) were more turbid than others.
3. Added 2 mL culture from each glass tube to microcentrifuge tubes and spun at 13,000 rpm for 3 min.
4. Discarded supernatant, added an additional 2 mL of overnight culture, and spun again at 13,000 rpm for 3 min.
5. Discarded supernatant, added the remaining 1 mL of overnight culture, and spun again at 13,000 rpm for 3 min.
6. Discarded supernatant and resuspended pellets with 250 mL Buffer P1.
7. Added 250 uL Buffer P2 and mixed thoroughly by inverting the tube 4-6 times until the solution was more translucent.
8. Added 350 uL Buffer N3 and mixed immediately and thoroughly by inverting tube 4-6 times.
9. Centrifuged for 10 min at 13,000 rpm.
10. Applied 800 uL of supernatant from previous step to QIAprep 2.0 spin column by pipetting and centrifuged for 1 min at 13,000 rpm. Discarded the flow-through.
11. Washed the QIAprep 2.0 spin column by adding 0.5 mL Buffer PB. Centrifuged for 1 minute at 13,000 rpm. Discarded flow-through.
12. Washed the QIAprep 2.0 spin column by adding 0.75 mL Buffer PE. Centrifuged for 1 minute at 13,000 rpm and discarded flow-through 3 times (added 750ul of PE three times).
13. Centrifuged for 3 minutes at 13,000 rpm to remove residual wash buffer.
14. Placed the QIAprep 2.0 columns into clean 1.5 ml microcentrifuge tubes. To elute DNA, added 50 uL buffer 0.1xEB from a conical on the benchtop. Let them stand for 1 minute. Centrifuged for 1 minute at 13,000 rpm.
15. Concentrations were obtained via Nanodrop (table below). The concentration for sample 5 was taken in triplicate. Only sample 3 was above the desired threshold of 30 ng/uL, so this sample was stored at -20C and the other samples were discarded.
	Sample
	ng/uL
	A260

	pKR147_1
	9.1
	0.181

	pKR147_2
	12.1
	0.241

	pKR147_3
	41.5
	0.83

	pKR147_4
	6.3
	0.126

	pKR147_5
	27.3
	0.546

	pKR147_5
	18.1
	0.363

	pKR147_5
	18.1
	0.362

	pKR147_6
	13.6
	0.272



On 5/31/23:
Relabeled sample MM1 from 5/24/23 as pKR147_MM2 and sample 3 from 5/30/23 as pKR147_MM3. Discarded samples MM2, MM3, and MM4 from 5/24/23.
Plasmidsaurus Order
Obtained shipping envelope from BPS office. Added order confirmation page to envelope. Thawed plasmids (pKR147_MM2 from 5/24/23, pKR147_MM3 from 5/30/23) on ice. Created shipping label on Fedex.com. Printed label and attached to envelope. Obtained a strip of 2 PCR tubes. Labeled the first tube with the order code (T2L) and the second tube with the number 1. Added 12 uL of each plasmid to respective PCR tubes (1: pKR147_MM2, 2: pKR147_MM3). Wrapped the lids of the tubes in Parafilm and placed them in a 50 mL conical. Placed the 50 mL conical in the shipping envelope. Dropped the shipping envelope in the FedEx box in the basement of the Memorial Union around 4 PM.
