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Research involving human participants, their data, or biological material
Policy information about studies with human participants or human data. See also policy information about sex, gender (identity/presentation),
and sexual orientation and race, ethnicity and racism.

Reporting on sex and gender

Reporting on race, ethnicity, or
other socially relevant groupings

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Field-specific reporting
Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.

Life sciences Behavioural & social sciences Ecological, evolutionary & environmental sciences

For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

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.

Materials & experimental systems

n/a Involved in the study
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Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

N/a

N/a

N/a

N/a

The institutional review board at the Ohio State University approved the use of animal models in this study.

A sample size of 2 mice were used for the purpose of this study. One biological replicate was used to generate the IL-2 stimulated T cell
samples, while the other spleen was used to generate the IL-15 stimulated T cell samples. No stimualted controls were taken from each
spleen. For Il-2 and IL-15 stimulated T cells, a total of 90 wells were combined from cell culture into a single replicate for cells stimulated until
Day 6, and 46 were pooled for cells stimulated until day 10. 24-well plates were used for cell culture.

Technical replicates of the PRM data was excluded at the 1 ng level in IL-15 harvested at Day 6 data as a result of an instrument error which
caused no sample to be injected. The samples which were blank were excluded from this study.

Two spleens were used to isolate immune cells for culture. Cells were expanded into 90 wells for an earlier time point, and 46 wells for a later
time point, then combined for mass spectrometry. 1 representative well from each condition was used for flow cytometry on days 5, 6 and
10. PRM assays at the 1 ng level on IL-15 and IL-2 stimulated T cell proteomes, harvested at Days 6 and 10, were collected in triplicate. The
analogous 10 ng and 100 ng assays were collected in duplicate. All libraries and calibration curves were not replicated.

For PRM technical replicates, the IL-2 and IL-15 stimulated T cell proteomes harvested at Days 6 and 10 were randomized in their injection
order. One technical replicate of each condition was blocked together and acquired prior to acquiring second and third technical replicates.

Not applicable.
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Antibodies
Antibodies used

Validation

Animals and other research organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research, and Sex and Gender in
Research

Laboratory animals

Wild animals

Reporting on sex

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Novel plant genotypes

Seed stocks

Authentication

Plants

Flow Cytometry

Plots

Confirm that:

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

Antibody information is listed in supplemental data Table S1 in the supplemental PDF.

The antibodies for B220 and CD25 from ThermoFisher Scientific underwent advanced verification, according to the manufacturer's
website. All other antibodies were verified using isoype controls by the manufacturers.

Female mice from the C57BL/6J strain were sacrificed for this work at the age of 4 months and 11 days.

N/a

Sex was not considered in regards to this study. All biology that is discussed is reported in prior literature, therefore we do not
consider that sex is a covariate in this study.

N/a

The use of an animal murine model was approved by the Institutional Review Board at the Ohio State University.

N/a

N/a

N/a

On days 5, 6, and 10, flow cytometry was performed with the following procedure: cultures pooled together, washed three

times with PBS, and counted on a hemocytometer. Cells were then stained in the dark for 30 minutes at 4℃ with the viability
dye (Live/Dead Fixable Blue Dead Cell Stain kit, for UV excitation from Thermo Fisher Scientific) at a ratio of 1:1000.
Extracellular markers, anti-CD4, anti-CD45R, anti-CD8, and anti-TCR-! at a concentration of 1 to 400 antibody to cell solution.
Additionally, anti-CD69, anti-CD62L, and anti-CD25 were added at a 1 to 200 ratio. Anti-CD44 was applied at a ratio of 1 to

600, and the cell solution was 20 minutes at 4℃. More details on the antibody panel are available in Supplemental Table 1.
Stained cells were analyzed with a Cytek Biosciences Aurora 5-laser flow cytometer. Data was processed and visualized in BD
Biosciences FlowJo™ software.

Cytek Biosciences Aurora System

BD Biosciences FlowJo Software was used for analysis. The SpectraFlo software from Cytek Biosciences was used to acquire
data on the flow cytometer.




