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e Assembly of DDT4 prey construct

e Restriction digest and Gibson Assembly to insert the DDT4 clone in
the prey vector
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e Transform both constructs into yeast RYT330. Plate on TRP and allow the
opportunity for positive colonies to form. PCR positive colonies if present

. . Figures 3 & 4: Plasmid maps for Yeast-one hybrid. Bait construct with b1TR DNA sequence in
to confirm transformation and genotype.

plLacZi vector (fig. 3). Prey construct with DDT4 protein of interest in pEXP-AD502 vector (fig. 4).
Maps created via Geneious Prime software after Primordium sequencing.

REFERENCES

Brzeska K, Brzeski J, Smith J, Chandler VL. Transgenic expression of
CBBP, a CXC domain protein, establishes paramutation in maize. Proc
Natl Acad Sci U S A. 2010 Mar 23;107(12):5516-21. doi:
10.1073/pnas.1001576107. Epub 2010 Mar 8. PMID: 20212123;
PMCID: PMC2851796.

*Heterozygous
at locus (B-/
and B’ alleles)

Figure 1: Representation of b1TR in relation to b1 locus with possibility of DDT4
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suggests DDT4 may be one of these interacting proteins,

and we are currently testing the DNA binding ability of the

protein to this sequence by performing a Yeast-1 hybrid

assay. We are using the commonly used plasmid vectors

pLacZi and pEXP-AD502 as backbones for our bait and Case 2. The

prey constructs respectively. The DDT4 yeast construct rl\leg?f;;ff:se';

will be built via Gibson assembly, sequenced via and the yeast

Primordium, and purified via gel purification. We will have can not survive
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to analyze DDT4’s binding abilities and relationship to the

b1TR. The results of this experiment will contribute to the
growing data the scientific community has on the complex
RNA-directed epigenetic processes in plants.

Figure 2: Visual representation of binding and nonbinding of prey and bait plasmids for a Yeast-one hybrid assay.
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