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o3 W HjFxA
HE A AB-H FF= Aspergillus nidulans FGSC A40]9,
CM  (0.15% yeast extract, 0.15% casamino acid, 1% glucose, 1
X mineral salt stock solution, 1X vitamin solution) $H:u]=]o]|
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50X mineral salt stock solution®] 2L 152g/ NaNO,,
26gIl MgSO, - TH,0, 152g! KHPO, 26gl KCl, 4gil

(NH,)sMo,0,,, 0.4 g/l ZnCl,, 0.008 g/l MnCl, 0.032 g/ CuSO,
283 0.127 g/l FeCLO|™, 100X vitamin solution- 100 mg/!
riboflavin, 500 mg/l p-aminobenzoic acid, 500 mg/! pyridoxin-
HCl, 500 mg/l thiamine-HCl, 2mg/l biotin, 500 mg/l ascorbic
acid®} 500 mg/l folic acido]Th.
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Fig. 1. One min irradiation is enough to amplify PCR products from 4.
nidulans conidiospores. A) Effect of microwave irradiation time on
mycelia (lane 1~3) and conidiospores (lane 4~6). M, lambda DNA/
Styl marker; 1 and 4, 1 min irradiation; 2 and 5, 5 min irradiation; 4
and 6, 10 min irradiation; 7, PCR products from phenol:chloroform-
extracted DNA. B) A. nidulans conidiospores cannot be directly
amplified after a prolonged initial step at 94°C in the PCR. M, lambda
DNA/Styl marker; 1, 1 min irradiation; 2, 3 min irradiation; 3, 5 min
irradiation; 4, 10 min irradiation; 5, PCR products from phenol:chloro-
form-extracted DNA; 6, Direct conidia PCR.
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Table 1. Primers used in this study

Primer Oligonucleotide sequence (5' to 37)
ChsC103F CCAGACTGCCCCTGATTACA
ChsC255R CCAAGCTGCTGATGTTTCTC
ChsC845F CCGGCTGAACAAGGTCTAT
ChsC1672F GGGGACCCATGGATGTACAT

ChsC1825R TCGGAGTTAGGCGTATCACA
ChsC2221R TGGGCGACCCCTTCGAGATTCCT
ChsC2847F GAGAGAATCCCGCAGTCGTA
ChsC3128R GGCAATTGTCATGTCCTCCT
ChsC5623R GCTGAACCTGCAGGAATCGACAA

T

Fig. 2. PCR with a variety of different primers specific to internal
regions of the chsC gene using 4. nidulans conidiospores after | min
microwave treatment. M, lambda DNA/Szyl marker; 1, 0.15kb
(ChsC103F and ChsC255R); 2, 0.3 kb (ChsC2847F and 3128R); 3,
0.55kb (ChsC1672F and ChsC2221R); 4, 1.0kb (ChsC845F and
ChsC1825R); 5, 1.4kb (ChsC845F and ChsC2221R); 6, 2.0kb
(ChsC103F and ChsC2221R); 7, 3.0 kb (ChsC103F and ChsC3128R).
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ABSTRACT : Optimization of PCR Condition with Conidiospore for Primary Screening of Aspergillus
nidulans Transformants
Bum-Chan Park, Yun-Hee Park, So-Young Yang and Hee-Moon Park (Department of
Microbiology, Chungnam National University, Daejon 305-764, Korea)

Direct PCR from intact fungal cells is not readily suitable to all fungi mainly because of difficulties in rupturing
the cell walls. Microwave irradiation has been proven to be useful in fungal DNA extraction protocol. Here we
describe a fast template preparation method for PCR amplification from Aspergillus nidulans conidiospores
using microwave irradiation. We optimized the duration for microwave irradiation, and the amount of template
DNA for PCR. Amplification from samples prepared in this manner was so efficient that we could get PCR
products with size enough to identify transformants. We believe that this is a time-saving procedure for screen-
ing true transformants of 4. nidulans.



