Making LB-agar plates
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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

If pouring plates later:
	Let LB-agar solidify and keep in lab. When you want to pour plates, heat up LB-agar on hotplate, stirring, until entirely melted (watch carefully so it doesn’t boil over! Don’t walk away). Let agar cool down or place in warm over (50°C) until ready to pour plates.
If pouring plates the same day:
After autoclaved, keep in warm water bath (55°C) until ready to pour plates

Pouring plates
1. Add antibiotic using aseptic technique if necessary. Typical antibiotic concentrations:
	Antibiotic
	Stock Concentration
	Working Concentration (Concentration in plates)

	Ampicillin
	100 mg/mL
	100 µg/mL

	Carbenicillin
	100 mg/mL
	100 µg/mL

	Kanamycin
	50 mg/mL
	50 µg/mL


2. Keep antibiotic stocks on ice. For kanamycin, add 500 uL to 500 mL of LB-agar media. Stir on stirplate to mix media.
3. Open a new sleeve of sterile plates. Don’t open plates unless next to flame.
4. Next to flame, open foil top of flask. Pass flask opening through flame. 
5. Open a plate next to flame and pour ~20-25 mL LB-agar into plate; the bottom of the plate should be covered in media. 
6. Continue to pour media into plates until media is gone. 
7. Immediately rinse out flask
8. Stack plates and mark the side to indicate which antibiotic is used. (blue = kanamycin, black = carbenicillin / ampicillin). 
9. Let plates sit at room temperature for one night, then store at 4°C with tape indicating date poured. Don’t use antibiotic plates older than 3 months. 
