Clough Lab / Oct 2003


Medium C9

(Modified Shoot Induction (SI) Media from Clough Lab)

Prepared by:




Date:





	Ingredients
	Amount
	Actual

	10X Major Salts – Silver Fridge
	100 ml/L
	

	100X B5 Minor – Silver Fridge – Big Bottle
	10 ml/L
	

	100X B5 Minor – Silver Fridge - Small Bottle
	2.5 ml/L
	

	10X IRON from C5 – White fridge
	100 ml/L
	

	MES – Cabinet 4
	.59 g/L
	

	1000X Stock TDZ – Silver Fridge
	1ml (0.022 mg/L)
	

	Sucrose – Cabinet 4
	30 g/L
	

	Agar – Cabinet 4
	6 g/L
	

	BAP – Silver Fridge - After Autoclave
	2.00 ml/L
	

	1000X B5 Vitamins – Silver Fridge - Gamborg’s - After Autoclave
	1ml/L
	


*Wear protective gloves

Mixing Instructions:

· In a 1000 or 1500 ml beaker: Add 100 ml B5 Major, 100 ml IRON, 10 ml B5 Minor. 
· Pipet 2.5 ml B5 Minor, add stir bar and turn on stirrer.
· Pipet .59 g MES
· Add 30 g Sucrose (use ddH20 to squirt excess from weigh boat)
· Transfer mixture to 1000 ml graduated cylinder and bring to 1000 ml with ddWater. Transfer back to beaker. 

· Using pH meter: Remove indicator rod from storage solution. Place beaker on platform. Turn on stirrer. Rinse off the indicator rod with ddWater into a different beaker, pat dry with Kimwipe and remove small plug before placing in mixture. Use 10 N NaOH to adjust pH to just under 5.7, adding ONE drop is enough. Fine tune pH with 1 N NaOH (couple drops).

· Added  ___ µL of   _____________  to reach pH of 5.7
· Turn off stirrer. Rinse rod with ddWater. Pat dry. Store in storage solution.

· Divide mixture into two 500 ml bottles. Use two 1L sterile glass bottles. 

· Put stir bars in bottles. Turn on stirrer.

· Add 6 g/L Agar 
· Close cap very loosely and cover with foil. Carry to Autoclave room in Nalgene tray.
· Autoclave medium
Autoclave instructions:

· Cover caps with foil

· Place autoclave tape on caps

· Ensure caps are very loose

· Place bottles in autoclave tubs

· Turn lever on the right side of autoclave parallel to the pipe.

· Remove gloves. Turn wheel to shut door. Press LIQUIDS button to select cycle.

· Autoclave bottles for about 45 minutes

· To remove, open door slowly. Set bottles in a bucket with water. Stir for about 10 min. This should help cooling the media.

After Autoclave Instructions:

· After media has cooled, take bottles to hood. 

· Spray down gloves and bottles with ethanol. 

· Add 1 ml/L B-5 Vitamins and 2.00 ml/L BAP.
· Stir for about 3 minutes.

· Take bottles back to hood and spray down with ethanol.

· Add media to Petri dishes 

· Keep media under hood overnight to cool and settle. 

Notes:

