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CDONA-AFLP 555 55 bl o5 5 a5 i do e s esliul 5,50 sla S56T1 -1 Jyus

Ralstonia solanacearum f » ;s U gé,l vs, o) e Sy

Table 1- The primers used in the pre and selective amplification in cONA-AFLP analysis
of potato plant (cv. Marfona) against Ralstonia solanacearum.

0505 Al ST et ST iy

Experiment step Primer name Primer sequence

S5 al e EcoRI+0 5 - GACTGCGTACCAATTCA -3

JRECHC Msel+0 5 - GATGAGTCCTGAGTAAC - 3

L S Al e EcoRI+CT 1 5- GACTGCGTACCAATTCCT - 3

Ll S5 s e EcoRI +AC :5- GACTGCGTACCAATTCAC - 3’

sl 5 al e Msel +GG 5- GATGAGTCCTGAGTAAGG - 3

EES R P Msel +CC 5- GATGAGTCCTGAGTAACC - 3

2l 2SS s e Msel+CA 5- GATGAGTCCTGAGTAACA -3’
Msel+AT 5- GATGAGTCCTGAGTAAAT -3
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Figure 1- Extracted RNA from infected (lane 1 to 4) and not infected (lane 5) potato
plantlets by Ralstonia solanacearum, Using column based method (A) or Lithium

chloride method (B).
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Figure 2- Pre-amplification (A) and cDNA-AFLP products on 3% agarose gel (B) and
on 6% acrylamid gel (C). Products obtained frompictures belong to extracted RNA
followed by mRNA isolation, using column based kit (right) or obtained from
extracted total RNA using lithium chloride and DNase treatment (left).
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Fig. 3. cDNA-AFLP products on 3% agarose gel and 6% acryamid gel. Observation
of smear before optimization (left) and observation of eliminated smears after
optimization (right).
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Effects of various parameters influencing the quality of results in a cONA-AFLP
technique used for transcriptom analysis of potato

Moslemkhani C.*!, Mozafari J.?

! Seed and Plant Certification and Registration Institute. Karaj, Iran
2 Department of Plant Genetics and National Plant Gene-bank, Seed and Plant Improvement Institute,
Fahmideh St, Karaj, Iran

Transcriptome analysis reveals novel insights in the plant responses against biotic and abiotic
stresses. CDNA-AFLP is appropriate and repeatable method for genome wide expression
analysis when genomic information is limited. Although several factors may affect sensitivity,
accuracy and repeatability of cDNA-AFLP technique so attention to these factors increases
quality of results. In this study cDNA-AFLP technique was optimized for analysis of potato
against Ralstonia solanacearum under in vitro conditions through examining various factors
and their interactions, that affecting the results of such analysis. Results showed that RNA
extraction method and the use of mRNA has large effects on the reliability of results. RNAs
extracted based on using a purification column were monotonous. Ribosomal RNA and
inhibitors alleviated by mRNA extraction, Also optimization of factors such as concentrations
of template RNA, Mgcl> and Tag DNA polymerase, in pre and selective amplification has
significant effects on number, clarity and concentration of amplificated cDNA fragments.
Key words: gene expression, transcriptome, cDNA-AFLP, potato.
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