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Fig. 2. Quality confirmation of cotton genomic DNA using
new primers of Sadl gene. Lanes 1 to 10: cotton plant
samples and lane 11: sample without DNA (water).
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Fig. 3. A- Schematic of gel electrophoresis of Sad/ gene
PCR product after purification. B- Measuring the quality

and quantity of DNA fragments after purification and
extraction from the gel.
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Fig. 1. The PCR products for Sadl gene with specific
primers on a 1% agarose gel. Lanes 1 to 6: cotton plant
samples and lane 7: sample without DNA (water).
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Fig. 5. PCR product of recombinant plasmids using the
primers M13. Lane 1: recombinant plasmid containing a
633 bp DNA fragment. Lane 2: recombinant plasmid
containing a 544 bp DNA fragment and lane 3: negative
control (water) test.
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Fig. 4. Colony PCR for confirmation of recombinant
plasmid. Lanes 1 to 3: clones contain a 633 bp DNA

fragment, Lanes 4 to 6: clones contain a 544 bp DNA
fragment and lane 7: negative control (water).
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sadI-2 sequendng

(301) TATCIGTATTTGTCIGGGAGAGTGGACATCGAGGCAAATTGAGAACACAATCCAGTACT

Consensus (465) TATCT TATTIGTCIGGGAGAGTGGACATGAGGCAAATTGAGAAGACAATCCAGTACT
Section 10
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sadl-per products 539bp
sadI-1 sequencing
sadI-2 sequendng
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(165) TGATTGGATCGGGAATGGTAAGAATAACATACTIGCTACACAGTTTAGGAGGATGATT
[522) TGATTGGATCGGGAATGGTAAGAATAACATACTTGCCATGCAGTTTAGGAGATTGATT
(359) TGATTGGATCGGGAATGGTAAGACTAACATACTIGCCATACAGTTTAGGAGATTGATT
(523) TGAITGGATCGGGAATGGTAAGAATAACATACTTIGCCATACAGTTITAGGAGATTGATT
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sadl-1 sequencing (596)|-———-———"—"""—"""""""""~"—""~"~"——"————————— ATTACTATITTCACACACAAA
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Consensus  (639) ATTACTCTTTTCACTCACAAA
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(697) GAAAGGAAAACAGACAAGCATGCAGGAAAAGATSTCAT ATTTTCTTTTTATACATGT

OFF s (o3l i YA sdiid amU K05 50,8 508 5 05 50 S e I 51 ise Kuas Vs SAAT 05 L el o 15 ankad 55 43 pen —F K3

el Sadl 05 5L ca

Fig. 6. Alignment of two sequenced fragments with sadl gene. Yellow areas were part of common sequence of two genes and
red box were deleted area (79 bp) from 544 bp copy of Sadl gene.
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Abstract

An appropriate reference gene for assessment of DNA genome quality and analysis of transgenic crops is
very important. In this research, we have evaluated the Sadl gene as a potential reference gene in cotton.
At the first, DNA was extracted, and then a PCR reaction was done using appropriative primers designed
for Vector NTI. The PCR products were 623 and 544 bp fragments. The fragments were cloned in
pTZ57R/T plasmid. Recombinant plasmids were identified by colony PCR with appropriative primers
and M13 primers and then were sequenced. The sequencing results showed that these two fragments are
related to two different copies of the Sadl gene that in one of copies a 79 bp deletion had occurred in the
second intron. This research is the first report from sequencing of a cotton reference gene that showing
the presence of two different copies of Sadl gene, and confirmed that it is a suitable reference gene for
different studies
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