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The authors present a new dataset they generated with first analytical steps. Emphasizing that chicken
embryos are a very useful model to study because, in part of the accessibility of the embryo in the egg
and thus to key steps of the development.

However studies so far are focusing their efforts on the accessible stages of the development, i.e. those
occurring in the egg and we are missing information on the development stages happening before
oviposition.

The authors produced RNA seq data of those pre-oviposition stages thus giving access to the first
expression map of chicken embryos at those early stages in development.

Aware of technical biases, the authors sequenced the data from 2 different sources, single embryo vs
bulked embryos. This gives an interesting overview of potential differences and strength of both
approaches in the context of sequencing those very early stages.

Also aware that researchers in the chicken community are still using Galgal4 reference build for
comparison purposes, the authors aligned their sequenced data on the 2 most recent builds Galgal4 and
Galgal5. This allows to appreciate intrinsic differences between both builds.

This dataset is of interest for any researcher in embryology, in chicken or not, that would like to access
expression data of early stages of development.

The authors made a good job at controlling the quality their data for the most part. | would definitely
recommend to publish this work provided some minor additions/modifications.

Minor points:

L55: precise this first set is bulked

L79: stages could be put in chronological order

L81: to what extend this technique could have an impact on the embryo integrity, and consequently
RNA quality?

More generally, for the bulked sequences, how many hens were used? What genetic background are
they? Could the authors justify the choice of choosing different animals for the bulk sequencing and the
same ones for different stages for the single embryo sequencing?

L90: what is the rationale behind the number of embryos pooled together at each stage? Why did the
authors chose a higher number for the latest stage?



L123: It would be extremely interesting to have on idea of the RNA quality. What is the RIN for each
sequenced sample? This information might be useful to interpret some of the further results.

L129: replace with 150bp paired-end reads

L135: What are the criteria used for filtering after FastQC? We would need some more information to
help explain the differences in quality between single embryo and bulked.

L161: This statement depends on what is the genetic diversity of hens used in the study and how close
the hens are from the reference genome. The authors could give other clues to explain those
differences. What is the duplication rate? What is the proportion of reads that are uniquely mapped?
L166: rephrase this sentence

L190: replace "which RNAs" with "which RNA category" or "which RNA type"

L194: what is the threshold of expression used to call a gene expressed?

L205: this might be linked to the quality of those samples. Is it harder to extract quality RNA from very
early stages?

L242: The author might want to moderate this sentence. Here bulked embryos were from different
genetic background and extracted with a very specific technic. We would like to know to what extend
those choices can impact the quality of the data as well. It might not be solely due to the pooling
process.

Figures/Tables

Tablel: "surviving": would suggest to rephrase

Figure 2a: Would be nice to show the impact of number of pooled embryo on the RNA diversity. This
number might also explain the bad replication rate for zygote.

Figure 2b is it a pairwise comparison? What difference are you testing here?

Figure3a-b: what is the correspondance between those lists and the annotation? What is the percentage
of overlap? In other words, how many of those genes that are expressed differentially between galgal4
et galgal5 are actually the ones that are not annotated in one of the builds?

Figure 3c is redundant with Table 2. Y axis: anntoated —> annotated

Figure 4: would be interesting to correlate those coordinates with known covariates to show what are in
the main axis of variation.

As a summary, this is an interesting and useful new dataset. The paper would benefit form adding more
details on other potential source of bias to explain the results observed.

In particular:

- justification of the different number of embryos at different stages

- give more details on RNA quality

- give more information on criteria used for expression analysis

The data as been made accessible by the authors.
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