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 Selection of the nitrogen use efficiency pathway of
genes in Zea mays

 ldentification of the references sequences
(REFSEQ) for each gene through the use of
Gramene

» Leaf RNA extraction using Trizol and reverse
transcription

» Resuspension of tubulin PCR primers

* PCR and small gel electrophoresis on cDNA and
fragment sizes recorded

» Determined splicing patterns for the gene
Zm00001d052233 using Apollo

» Designed primers for the chosen region using the
computational analysis

* Found appropriate annealing temperature for the
primers through gradient PCR

* PCR and small gel electrophoresis on each cDNA
(leaf, root and shoot) for gene Zm00001d052233

* Fragment sizes recorded and compared to
expected splicing sizes

» Determine functionality of protein
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Figure A. Gramene Reference Sequence of Zm00001d052233
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Figure B. Reverse Transcription PCR test of
RNA Using Zm00001d2233 Primers at an 1500 bp-
Annealing Temperature of 57°c. Agarose gel 1000 bp-
electrophoresis was used to separate RT-PCR 00
products using corn RNA sample. Expected R 500 bp
size for isoform 1 is 170 base pairs (bp) and sl o

153 bp for isoform 2. Sizes of the OGene Ruler
marker are noted at the left in bp and isoforms
noted at the right in bp.

170 bp

Figure C. Reverse Transcription RT-
PCR of RNA using designed primers.
Agarose gel electrophoresis was used to
separate products of RT-PCR using leaf
RNA annealed at various temperature as
noted above each well. Marker (Ogene
Ruler: Thermol Scientific) sizes are noted
at left and observed product sizes are noted
at the right.
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Future Directions

* Run new trials using our designed primers for the
region of interest including exon 5 and 6 of the gene

« New fragments could be produced providing
Information supporting the current model

« New evidence of new splicing patterns that could
support the revision of the gene model

* Run new trials on more tissues and all the newly found
Isoforms
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