Protocol for long rDNA amplification 

This protocol amplifies approximately the whole coding (18S+ITS+28S) region of the ribosomal repeat in fungi and possibly other eukaryotes.

Prepare the following cocktail with amounts per reaction:

6.25 μl
H2O

2.5μl
10X buffer (containing MgCl2)

4 μl 
dNTPs (1.25 mM each)

1 μl
primer 1 (10 μM)

1 μl
primer 2 (10 μM)

0.25 μl
LA Taq (proof reading enzyme from TaKaRa)

Add 10 μl DNA diluted to 1-5 ng/μl

Thermocycling parameters are:

94C 1 min, 

35 cycles of 


94C 30s


55C 30s


72C 5min

72C 10min

Primers that have been successfully used in approximate order of amplification efficiency:

SR1R+LR12

SR1R+LR11

NS1+LR12

SR1R-LR14
These primer sequences are shown below. Most were developed in the Vilgalys Lab: http://www.biology.duke.edu/fungi/mycolab/primers.htm
except NS1:
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SR1R TACCTGGTTGATYCTGCCAGT
LR12 GACTTAGAGGCGTTCAG
LR11 GCCAGTTATCCCTGTGGTAA
NS1 GTAGTCATATGCTTGTCTC
LR14 AGCCAAACTCCCCACCTG
