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Table 1 primers sequences used in PCR

Primer

Sequence (5'—3")

Aspergillus niger (F)
Aspergillus niger (R)
Rhizopus oryzae (F)
Rhizopus oryzae (R)
Penicillium chrysogenum (F)
Penicillium chrysogenum (R)

TGTTTCTATTATGACCCGTTCGG
CCCCGTGTTGAGTCAAATTAAGC
CCTGCTTCAGTATCATCACAAACC
ATCACACACATTTTAGGTGCTCAC

TCTAGGCCAGCGGTGACAAG

GGACTGACCGAAGACGAAGTTG

Table 2 PCR amplification profile

Step Temperature °c Time (min) number
Initiation 94 10 1
Denaturation 94 0/5 40
Elongation 52-55 0/5 40
Extention 72 2 40
Final extention 72 5 1
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Table 3 The results of performance on the amount of DNA extraction technique

Spore amount DNA aspergillus amount DNA penicillium DNA rhizopus amount
amount
10" 42 + 654/2 ™ 43 +0/7 ™ 157 + 1/563"™
10° 146/1 + 0/4 ™ 146/2 + 3/308 1™ 157/1 £8/954™
10° 334/1 + 466/23! 732/3 + 5/896 ¢ 130/5 + 4/4914m°
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Table 4 The results of the performance factor extraction technique based on purity (280/260) DNA

extracted
Spore amount DNA purity aspergillus DNA purity penicillium DNA purity rhizopus
10! 1/94 + 0/003 ™" 1/705 + 0/031" 1/309  0/0037™
10° 1/707 £ 0/003" 1/822 £ 0/016"+™ 1/767 £ 0/0135™
10° 1/765 + 0/008*™ 1/938 + 0/032%" 1/728 + (/1 1kimn

Fig 1 Gel electrophoresis of total DNA
extracted
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In this study, the optimized method for DNA extraction from Aspergillus niger, Rhizopus oryzae and
Penicillium chrysogenom in tomato paste were used. These methods are presented in accordance with the
Al-Samarai That changes in the concentration of extraction buffer and some stages it were given to the
optimization method. Mold spores of at different levels (10', 10’ and 10° CFU/g) were added to the
tomato paste. After mycelium growth DNA extraction was perfomed by this methods. This method in
terms of quality and quantity of DNA extracted was studied using spectrophotometer with NanoDrop. The
extracted DNA using gel electrophoresis for protein contamination and absence of smear were evaluated.
In order to investigate The contamination and no presecnce of PCR inhibitors determined with PCR that
performed forward and reverse primers. Results of gel electrophoresis and PCR assay showed that This
method is suitable for DNA extraction is the mold of tomato paste.

Keywords: DNA extraction, Aspergillus niger, Penicillium chrysogenom, Rhizopus oryzae, Tomato paste

* Corresponding Author E-Mail Address: reza_karazhyan2002(@yahoo.com



