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Validation

No large scale datasets were generated for this manuscript. Raw data is available from the authors upon request.

For each genotype, a minimum of 2 movies were considered, with each containing between 50-100 imaged nuclei. For each analysis the
sample size (number of activated nuclei) is indicated. For nonparametric estimation of the waiting time distribution we have typically used 200
transcription sites resulting in 20 000-50 000 waiting time sample size. The resulting confidence intervals were small enough to allow
discrimination between models with 2 states and 3 states. The sample size is large enough to allow robust statistical analysis.

No data exclusions were made.

All live embryo data collection was performed on multiple embryos as indicated in text. ChIP-qPCR for Pol II (n=4) and NELF-E (n=2) was
followed by qPCR in technical triplicate. qRT-PCR was performed in biological and technical triplicate. smiFISH was performed on multiple
embryos as indicated in text. All published replicates were successful.

Not applicable. Embryos were selected for suitability for live imaging prior to the time frame of interest. Fixed sample experiments were
performed with large pools of embryos of the specified genotype.

Not applicable, as quantitative analysis was not manually performed.

rabbit anti-Rpb3 (gift from J. Zeitlinger); rabbit anti-NELF-E (gift from J. Zeitlinger)

Anti-Rpb3 was generated in the Zeitlinger lab and has been previously validated and published in Shao & Zeitlinger (2017). Anti-NELF-
E was generated in the Zeitlinger lab and has been previously published and validated in Shao & Zeitlinger (2017).




