
Isolation of DNA from a Fungal Isolate 

Brief Summary 
The fungal culture that you previously isolated will serve as the DNA source for the 
remaining experiments.  If your isolate is a yeast, follow Procedure A.  If your fungus is 
a mold, follow Procedure B.  In both instances you will be using the MasterPure Yeast 
DNA Purification Kit (Epicentre Biotechnologies, Madison, WI).  The kit protocols are 
available on the web page for this laboratory. 

Procedure A (yeast isolate) 
1. Obtain a sterile 250-ml screw-capped Erlenmyer flask and into it aseptically 

transfer 50 ml of yeast-peptone-dextrose (YPD) broth. 
2. Using a sterile wooden applicator stick, transfer some of the yeast culture from 

your stock culture or other source to the broth.   
3. Place the culture in the 25°C water bath operating at 120 rpm.  Incubate the 

culture 18-36 hours (or until the broth becomes substantially turbid), then follow the 
manufacturer’s protocol for the isolation of DNA from yeast cells. 

Procedure B (mold isolate) 
This procedure is modified from Jin et al. (2004).  This reference is available on the web 
page for this laboratory. 
1. Using a sterile cotton swab wetted with sterile water, rub the surface of a 

sporulating Petri dish or agar slant culture.  The spores should adhere to the cotton 
swab. 

2. Swab the entire surface of the potato dextrose agar (PDA) plate, then incubate it at 
25°C for 4-7 days (or until substantial growth covers the plate. 

3. Flood the plate with approximate 5-7 ml of sterile water and using a sterile cell 
scrapper, gently remove the fungal material from the agar surface. 

4. Transfer the fungal material to a 15-ml conical centrifuge tube and collect the 
hyphae/conidia by operating the clinical centrifuge at 3000 x g for 10 minutes. 

5. Discard the supernatant.  Using an applicator stick or pipette, transfer the material 
to a 2-ml screw capped microfuge tube.  NOTE:  Do not fill the microfuge tube 
more than one-third of its volume.  If you have additional material, use more 
microfuge tubes and process them accordingly. 

6. Add 500 µl of 0.1 M MgCl2 and mix the material using a vortex operating at the 
highest speed for 15 seconds. 

7. Collect the fungal material by centrifuging the microfuge tube at 7000 x g for 5 
minutes.  Discard the supernatant. 

8. Extract fungal DNA from this washed pellet by following the remaining portion of 
the procedure described by Jin et al. staring at the section marked “DNA 
extraction” (page 4293). 


