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Generating Stock or Master Plates 

1) Heat 1% solid complete media in the microwave until melted (approximately 5 minutes on medium heat). Allow to cool on bench for 5 minutes. 

Heatproof gloves must be worn when handling the hot media bottles. 

2) In a laminar flow pour 20 – 25 ml of media per plate and allow to set for 15 minutes.

3) Sterilise an inoculation loop using 70% ethanol and a Bunsen burner, by dipping the loop in ethanol and heating in a hot flame until red. Cool using a small container of MQ water. 

Use only a small amount of ethanol in a beaker. Ensure ignition sources are removed. Do not wear latex gloves when using a Bunsen burner. Do not put hot loop into ethanol. For fungal work the loop needs to be heated until red to ensure all spores are destroyed.
4) Touch on a fungal colony and drag it across a complete plate forming a star pattern. Incubate for 3 days at 37deg for Aspergillus nidulans, 4 days at 30deg for Aspergillus oryzae and 5 days at 30deg for Trichoderma reesei.
Growth Tests
1) Heat 1% solid appropriate media (c-free for carbon source growth tests, ANM for other growth tests) in the microwave until melted (approximately 5 minutes on medium heat). Allow to cool on bench for 5 minutes. 
Heatproof gloves must be worn when handling the hot media bottles. 
2) Add required supplements, nitrogen sources or carbon sources (See Table on next page)

5) In a laminar flow pour 20 – 25 ml of media per plate and allow to set for 15 minutes.
6) Sterilise an inoculation needle using 70% ethanol and a Bunsen burner, by dipping the needle in ethanol and heating in a hot flame until red. Cool using a small container of MQ water. 
Use only a small amount of ethanol in a beaker. Ensure ignition sources are removed. Do not wear latex gloves when using a Bunsen burner. Do not put hot loop into ethanol. For fungal work the loop needs to be heated until red to ensure all spores are destroyed.
7) Touch needle on fungal colony and inoculate plate.
	Supplement
	Final Concentration
	Stock Concentration
	Purpose

	Glucose
	1%
	20%
	Carbon Source

	Fructose
	1%
	10%
	Carbon Source

	Xylose
	1%
	10%
	Carbon Source

	Ethanol
	1%
	10%
	Carbon Source

	Ammonium tartrate
	10mM
	1M
	Nitrogen Source

	Acetamide
	10mM
	1M
	Nitrogen Source

	Urea
	10mM
	1M
	Nitrogen Source

	Nitrate
	10mM
	1M
	Nitrogen Source

	Riboflavin
	0.25mg / 100ml
	25mg / 100ml
	Supplement

	Pyrodoxin
	0.05mg / 100ml
	5mg / 100ml
	Supplement

	Paba
	0.05mg / 100ml
	5mg / 100ml
	Supplement

	Arginine
	10mM
	1M
	Supplement

	Biotin
	0.01mg / 100ml
	1mg / 100ml
	Supplement

	Triton 100X
	0.01%
	100%
	Growth Inhibitor


Person must be trained in School chemical and biological safety procedure, spill safety procedures and centrifuge operation. 


PPE: long-sleeved gown, closed shoes, gloves, safety glasses and heat proof gloves when handling hot containers. 











