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4-Brain Heart Infusion Broth
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7-Polymerase Chain Reaction
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Primer Sequence Base number GC percent
Verl(forward primer) 5 GCCGCAGGCCGCGGAGAAAGTGGT 3 24 50
Ver 1(reverse primer) 5 GGGGATATACTCCCGCGACACAGCC 3 23 40

afl R (forward primer) 5 TATCTCCCCCCGGGCATCTCCCGG 3 24 60
afl R (reverse primer) 5 CCGTCAGACAGCCACTGGACACGG 3 25 50
ITS1 (forward primer) 5 TCCGTAGGTGAACCTTGCGG 3 20 60
ITS4 (reverse primer) 5 TCCTCCGCTTATGATATGC 3 19 47
ITS sver 1safl R 5lao5PCR (gl b KiSTy 5 3lge pslie 5 chale - YJ s
Reagent Final concentration Volume (ul)
ver 1 afiR ITS
DNA 10-50 ng 3 4 5
Water -- 13.9 12.8 11.9
PCR Buffer(10x) Ix 2.5 2.5 2.5
MgCl, (25 mmol/lit) 1.5 mmol/lit 1.5 1.5 1.5
dNTP (10 mmol/lit) 0.8mmol/lit 2 2 2
Forward Primer 0.8mmol/lit 1 1 1
Reverse Primer 0.8mmol/lit 1 1 1
Taq DNA polymerase (5U/ul) 0.5 unit 0.1 0.2 0.1

ITS sver1saflR s 05 PCRI; 5L 5,00 sba 0L 5 b a5 o Olasein — ¥ g

Steps verl aflR ITS
Annealing 10 min in 95 °C 10 min in 95 °C 5 min in 95 °C
Extension 30 secin 95 °C 30 secin 95 °C 45 sec in 94 °C

Number of cycle

Final elongation

30 secin 59 °C

60 sec in 72 °C
30

3 min in 72 °C

30 sec in 60 °C

60 sec in 72 °C
35

3 min in 72 °C

45 secin 61 °C

60 secin 72 °C
38

3 minin 72 °C
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3- Aspergillus Chorogensis
4 -Aspergillus Nomius
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2 -National Center for Biotechnology Information
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