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Harvesting Cultures

1) Harvest overnight cultures through muslin. Press the mycelium dry, wash with 0.6M magnesium sulphate and press dry again.

2) To a 25ml falcon tube add the following per each gram of mycelium

· 5ml of Osmotic Medium

· 1ml of 100mg/ml of Enzyme Solution

· 250(l 12mg/ml BSA

3) Shake gently at 30(C for 1-3 hours (1 hour for Trichoderma reesei, 2 hours for Aspergillus nidulans & 3 hours for Aspergillus oryzae)

4) Layer the tube gently with 0.5X STC

5) Spin on a swing out centrifuge at 3700 rpm for 15 minutes at 4(C
6) Pour off supernatant and resuspend in 1x STC (100(l per treatment)

Treatment

1) Per each treatment add 100(l of resuspended protoplast cells to a 15ml falcon tube. Add 0.5(g - 2(g of selectable DNA. Ensure you have a no DNA control

2) Add 25(l of 60% PEG (10mM Tris, 10mM CaCl2) and mix by gentle rolling

3) Incubate on Ice for 20 minutes.

4) Add 1ml of 60% PEG (10mM Tris, 10mM CaCl2) and mix by gentle rolling 

5) Add 5ml of 1x STC and mix by gentle rolling.

6) Centrifuge on spinout centrifuge at 3700 rpm for 15 minutes are 4(C

7) Pour of supernatant and resuspend in 100(L of 1x STC

8) Store on ice until plating

Plating Out Protoplasts

1) Made two batches of osmotic media by adding 85.5g of sucrose to two bottle 250ml of 1% ANM

2) Heat in microwave until melted and sucrose is dissolved (approximately 5 minutes on medium heat)

Bottles will be extremely hot. Only handle with heatproof gloves. 

Note: One batch of osmotic media is for selection the other for regeneration controls. The regeneration control media in non-selective while the selection media has the selectable trait either added or absent (when transforming with the riboB gene the selectable media will lack riboflavin).

3) Make up media as per specific instructions. Commonly ammonium tartrate is added to a final concentration of 10mM. Riboflavin is added to regeneration media to a final concentration of 2.5mg/ml but is not added to selectable media. 

4) Allow to set for 20 minutes after pouring. 

5) Plate out protoplasts for regeneration or selection

Regeneration Plates

1) Setup 3 1.5ml MCC tubes filled with 90(l of 1x STC and 3 with 90(l of MQ water.

2) Perform a dilution gradient by adding 10(l of the no DNA protoplast sample to the first 1x STC MCC tube. Mix by gentle pipetting. Take 10(l of this mix and do the same in the next STC tube and in the final tube.

3) Do the same for the water MMC tubes. Giving six tubes three STC and three water tubes with a dilution gradient 10-1 to 10-3.

4) Allow to sit for 5 minutes and plate one MCC tube on each plate. 

Selectable Plates

1) Plate out each treatment onto a selectable plate. Including the remaining no DNA control treatment

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. 











