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２．日本側研究チームの研究目標及び計画概要
In FY2020, the Japan team will collect and expand fibroblast cells from
non-endangered avian species (WP1); participate in collection and expansion of
endangered green peafowls and purebred RJFs (WP1); participate in in silico analysis
of pluripotency genes of different avian species (WP2); collect epiblast tissues from
embryos of non-endangered species and prepare samples for omics analysis (WP2);
and clone conserved pluripotency regulatory genes for generating expression
constructs (WP2).

3. 日本側研究チームの実施概要
To facilitate the study of pluripotency network in avian species, our goal for FY2020
was to a) obtain total RNA samples from avian pluripotent epiblast tissues (seven
species including chicken and blue peafowl) and from lineage-restricted primary
embryonic fibroblast cells (six species including chicken and blue peafowl); b)
complete RNA sequencing of epiblast and fibroblast samples; c) perform RNA-seq
data analysis; d) prepare and maintain stocks of primary fibroblast cells for future
reprogramming experiments; e) obtain adult fibroblast samples from green peafowl.
Despite restrictions associated with the ongoing pandemic, we have accomplished
most of our FY2020 aims as planned. Obtaining green peafowl samples met with
some delay due to pandemic-related travel ban.
More specifically, the Japan team has collected primary embryonic fibroblast cells
from six avian species (chicken, quail, emu, duck, blue peafowl, and turkey) and have
cultured and established stocks of those primary fibroblast cells for future use. We
have also collected RNA from those cultured cells for RNA-seq analysis and have
completed CAGE-based RNA-seq analysis of those fibroblast cells (with 3-6 samples
per species). Furthermore, we collected embryos from fresh eggs of seven avian
species (the above six plus zebra finch) and have collected RNA from freshly-laid
embryos (triplicates for each species), with sufficient amounts needed for RNA-seq
(>5ug each sample). We have completed RNA-seq of those embryo samples. We
have also helped establish Thai local network for obtaining green peafowl samples
(genomic DNA and tissue specific RNA samples). We have performed preliminary
bioinformatics analyses of RNA-seq data from cell and embryo samples and have
done targeted bioinformatics analyses of pluripotency regulatory genes for potential
conservation and diversification among avian species.

