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This study exposed a population of inbred Drosophila melanogaster strains to two different temperatures. Two biological replicates
for each sex and temperature. The design is a completely randomized factorial design within each temperature.

This study uses laboratory samples suitable to address the questions. Samples are adult flies (females and males separately) from
each of the DGRP strains. Whole body gene expression was measured.

Unbiased and randomized sampling. There was no selection on sampling, the entire DGRP was sampled.

For the low temperature treatment, all DGRP strains were reared on cornmeal-molasses-agar medium at 18 °C with 60-75% relative
humidity and a 12-h light/dark cycle. For each DGRP line, we collected 25 mated female or 40 mated male 3-5 day old flies to
constitute one biological replicate for each sex. Collection was performed between 1 and 3PM consistently to account for circadian
rhythm in gene expression and the flies were immediately frozen in liquid nitrogen before they were sorted. We collected two
biological replicates per sex for each of 185 DGRP lines.

Sample collection was performed in the laboratory. To eliminate influence of circadian rhythm on gene expression, all collection was
performed between 1 and 3PM consistently.

To eliminate outliers, several samples were excluded based on their expression with pre-determined criteria. Samples with 99%
quantile of scaled expression greater than 5 were excluded.

Not applicable. The replication was used to estimate variance components, not for reproducing certain results per se.

Sampling and microarray library preparation were completely randomized. The order of sampling and library preparation was
randomized. No additional allocation to experimental groups was performed.

The sample collection procedure must have IDs of the strains thus blinding was not possible. Randomization effectively results in
blinding in subsequent steps.

Drosophila melanogaster, strains from the DGRP, mated females and males 3-5 days old.

No wild animals were used.




