JP Xu’s Cryptococcus Mini Prep Protocol

1. Collect large loop of cells from culture plate and shake into 0.5 ml sterile water in a 1.5 ml eppendorf tube. (Can also start with 1.5 ml liquid culture)

2. Vortex. Spin tubes at 13,000 rpm for 2 min to collect cells. Pour off supernatant. (liquid must be autoclaved).

3. Resuspend cells in 0.5 ml of Protoplasting buffer. Incubate @ 37C for 2 hrs.
4. Collect protoplasts by centrifuging at 5,000 rpm for 5 min. Pour off supernatant under fume hood (pour into chemical waste container)
5. Add 0.5 ml Lysing buffer to each sample. Vortex. Incubate @ 65C for 30 min.

6. Working in chemical hood, add 500 μl of chloroform/isoamyl alcohol (24:1) to each sample. Add 125 μl of ammonium acetate (1/4 of original volume) and close well. Vortex.

7. Centrifuge at 13,000 rpm for 10 minutes or until upper layer is clear.

8. Prepare new set of tubes. Carefully transfer upper layer to new tube and close. Add equal volume of ice cold isopropanol to each tube. Mix gently by inversion. Can leave samples in freezer over night at this point if necessary.

9. Spin at 13,000 rpm for 5 min and discard supernatant. Remove all supernatant with pipette.

10. Add 1ml 70% ethanol. Shake tube and spin at 13K for 2 min. Pour off ethanol and dry tubes (air or vacuum dry).

11. Resuspend in 60 μl 1X TE buffer.

12. Check 5 μl on 0.8% agarose gel.

Protoplasting buffer





Lysing buffer
1% beta-mercaptoethanol




50 mM EDTA

0.25 mg/ml lysing enzyme




1% w/v SDS

0.25mg/ml lyticase





sterile water to total volume

1M sorbitol to total volume

for 40 samples:





for 40 samples:

19.8 ml 1M sorbitol





2 ml 0.5M EDTA

5 mg lysing enzyme (a pinch)




1 ml 20% SDS

5 mg lyticase (pinch)





17 ml sterile water

200 μl beta-mercaptoethanol

for 10 samples:





for 10 samples:

4.95 ml 1M sorbitol





0.5 ml 0.5M EDTA

1.25 mg lysing enzyme




0.25 ml 20% SDS

1.25 mg lyticase





4.25 ml sterile water

50 ul beta-mercaptoethanol

