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No ab initio sample-size calculation was performed. The standard in the field is to use one replicate. The main dataset generated in the paper
contains 18 technical replicates from the same RNA used to establish that the current practice is insufficient.

No data was completely excluded from the analysis.

Replicate #1 in NEBnext experiment was considered being an outlier forming a distinct cluster in pairwise QCC calculations (discussed in the
text) and it is specifically mentioned in figures' captions when it was removed.

The paper is focused on studying reproducibility in allele-specific expression measurements.

The main dataset analysed in the paper contains 18 technical replicates from 129xCastF1 mouse kidney total RNA.

No randomization was used, since each of the experimental groups was determined by particular experiment: study, organism, sample, RNA,
RNA-seq library and sequencing run.

No blinding was used. Certain knowledge that replicate data come from the same biological sample is instrumental in estimation of technical
noise .

mouse v-Abl pro-B cells; clones Abl.1, Abl.2 (generated in our lab, see ref. 7)

Cell line authentication was performed by microscopy as abelson clones have a distinct morphology. Further authentication
for monoclonality was done by performing RNA-seq and droplet digital PCR on X-chromosome inactivated genes.

Cell lines are regularly tested in the lab for mycoplasma contamination using MycoAlert mycoplasma detection kit (cat no.
LT07-218). No indication of contamination was observed.

Not used in this study.

F1 breeding was performed at the DFCI mouse facility, with parent animals obtained from the Jackson Laboratories. All animal work
was performed under DFCI protocol 09-065, approved by the DFCI Institutional Animal Care and Use Committee. Animals were




