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Minimal Media Recipe
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
· Add a stir bar to the minimal media and bring 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 and a glass waste beaker.
· Calibrate 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.
. Press “Set Up” then set to “Cal1”, rinse the probe with water, and place in the pH 7 solution. When the display stops blinking, press “Calibrate.” Repeat these steps for the second and third calibration solutions, and finally press “Measure.”
· Place the minimal media on the stir plate and begin stirring.
· Check the pH of the minimal media using the pH probe.
· Added 5N HCl, dropwise, to the minimal media until the pH registers 7.
· Rinse the probe with water and put back into the reference electrode filling solution.

Growing Plasmids in Minimal Media
1. Inoculate minimal media overnight cultures for the plasmid with antibiotic.
2. Incubate the cultures with shaking at 27C. 
3. Three to four days later, remove the tubes from the shaking incubator and Miniprep the DNA. 
4. Obtain the DNA concentrations via Nanodrop and keep samples above the desired threshold of 30 ng/uL. 
5. Send samples to Plasmidsaurus for sequencing.
a. Obtain shipping envelope.
b. Add order confirmation page to envelope.
c. Thaw plasmids on ice.
d. Create a shipping label on Fedex.com.
e. Print label and attach to envelope.
f. Obtain PCR tubes, label the first tube with the order code, and label the second tube with the number 1. 
g. Add 12 uL of each sample to respective PCR tubes.
h. Wrap the lids of the tubes in Parafilm and place them in a 50 mL conical.
i. Place the 50 mL conical in the shipping envelope.
j. Drop the shipping envelope in a FedEx box or schedule a pickup from the shipping and receiving area.
