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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.
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The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Instrument

Software

Cell population abundance

Microscopy and smFISH experiments are based on at least two independent biological replicates. qPCR measurements are based on at least 6
independent biological replicates, except for the deletion experiments shown in Fig. 2f-h and Fig. S5c-e, which are based on 2 to 12 replicates
per condition, and the control experiments shown in Fig. S3b & S3c, which are based on at least 4 replicates per condition. Flow cytometry
measurements are based on at least 4 independent biological replicates. No sample size calculation was performed. For each type of
measurement, replicate numbers were chosen such that major phenotypes could be robustly detected. Replicate number per day was in most
cases limited by the number of samples that could be processed simultaneously.

No data were excluded.

Each experiment was performed at least twice. Before pooling data, we always compared results from different experiments. No qualitative
differences were noted.

Strains and conditions that were directly compared were typically measured in parallel in a single experiment, making further randomization
not applicable.

To avoid biases, bud counts were performed by different people using blinded samples. Analysis of qPCR and flow cytometry did not involve
manual data selection, and mage analysis was automated as far as possible to avoid potential biases.

Log-phase yeast cultures were grown in liquid media and harvested below OD=1.3. Cells were fixed using a 37%
formaldehyde solution. For cell cycle analysis, cells were fixed with 80% cold ethanol and DNA was stained using 10x SYBR
Green 1 for 1 hour.

BD Biosciences, LSR II

BD FACSDiva 8.0.1 Software

At least 10000 cells in the final gate were measured for each sample.




