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Antibodies
Antibodies used

For evaluating disease progression post-challenge as measured by RT-qPCR, MN, ELISA,

temperature, body weights, clinical chemistry, and hematology, there will be five animals in

each vaccinated group and five animals in the control group. These sample sizes will provide

greater than 81% power to detect a 2.6-fold change between each vaccinated dose group and

the control group as well as greater than 80% power to detect a 3.3-fold change between any

two vaccinated dose groups for any of the continuous parameters that are log-transformed for

the analysis. This assumes a 40% coefficient of variation for the continuous parameter. For

parameters that are not log-transformed, the sample sizes will provide greater than 80% power

to detect a 4.9 standard-unit change between each vaccinated dose group and the control group

as well as greater than 80% power to detect a 6.2 standard-unit change between any two

vaccinated dose groups assuming a standard deviation of two. These power calculations

performed are for one-sided t-tests comparing vaccinated animals to controls and two-sided t-tests

comparing any two of the vaccinated groups using a Bonferroni multiple comparison

adjustment to control the overall Type I error level at no more than 5% for each set of tests.

They were performed using the power procedure in SAS (version 9.4).

One sample at one timepoint was excluded from ELISpot analysis based on predefined criteria, triplicate well variability was greater 10 and
median greater than 10. Two samples excluded fromMN analysis based on failure of predefined QC criteria.

Mouse experiments were repeated at least twice as independent experiments, this is indicated in the figure legends for each experiment. All
replicate studies gave similar results to those shown. NHP study was performed once due to limitation of animal model and ethical
considerations. NHP samples were run in technical duplicate or triplicates for all assays.

NHP and mice were randomized into groups based on animal ID. Allocation was random for all animal studies.

Investigators were not blinded during data collection or analysis. Blinding was not relevant as the reported data were not based on subjective
observations, but quantitative measurements, including RT-PCR, ELISA, ELISpot and PNA.

Antibodies for flow cytometry:

Rat Anti-Mouse IFNgamma clone XMG1.2, Invitrogen, Cat #: 12-7311-82, PE (1 uL/1e6 cells)

Rat Anti-Mouse TNFalpha clone MP6-XT22, eBioscience, Cat#17-7321-82, APC (1.25 uL/1e6 cells)

Rat Anti-Mouse IL2 clone JES6-5H4, eBioscience, Cat#48-7021-82, eFluor450 (1.25 uL/1e6 cells)

Rat Anti-Mouse IL4 clone 11B11, BioLegend, Cat#504132, PE-Dazzle594 (1.25 uL/1e6 cells)
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Note that full information on the approval of the study protocol must also be provided in the manuscript.

Rat Anti-Mouse IL10 clone JES5-16E3, eBioscience, Cat#56-7101-82, AF700 (1.25 uL/1e6 cells)

Rat Anti-Mouse CD4 clone GK1.5, BioLegend, Cat#100451, BV605 (2.5 uL/1e6 cells)

Rat Anti-Mouse CD8 clone 53-6.7, BD, Cat#563332, BV786 (0.75 uL/1e6 cells)

Live/dead stain, eBioscience Cat#65-0866-18, eFluor506 (1:1000)

Antibodies for ELISpot (all from Mabtech):

Anti-monkey IFNgamma, clone 7-B6-1, biotin conjugated (1:1000), Kit catalog #3421M-4APW-10

Anti-mouse IFNgamma, clone R4-6A2, biotin conjugated (1:1000), Kit catalog #3321-4APW-10

Anti-human IL4, clone IL4-II, biotin conjugated (1:1000), Kit catalog #3410-4APW-10

Antibodies for IU assay:

Rabbit anti-adenovirus, Abcam #Ab6982 (1:8000)

Goat anti-Rabbit HRP, Bethyl labs, #A120-101P (1:1000)

Antibodies for western blot:

Mouse anti-Spike S2 monoclonal antibody clone 1A9, GeneTex, Cat#GTX632604 (1:1000)

Rabbit Anti-Mouse Actin polyclonal, Bethyl, Cat#A300-485A (1:1000)

Goat Anti-Mouse HRP, Bethyl, Cat#A90-116P (1:10,000)

Goat anti-Rabbit HRP, Bethyl, Cat#A120-101P (1:10,000)

All antibodies were validated by the vendor. Validation information can be found on the vendor websites:

https://www.thermofisher.com/antibody/product/IFN-gamma-Antibody-clone-XMG1-2-Monoclonal/12-7311-82

https://www.thermofisher.com/antibody/product/TNF-alpha-Antibody-clone-MP6-XT22-Monoclonal/17-7321-82

https://www.thermofisher.com/antibody/product/IL-2-Antibody-clone-JES6-5H4-Monoclonal/48-7021-82

https://www.biolegend.com/nl-nl/products/pe-dazzle-594-anti-mouse-il-4-antibody-10715

https://www.thermofisher.com/antibody/product/IL-10-Antibody-clone-JES5-16E3-Monoclonal/56-7101-82

https://www.biolegend.com/en-us/products/brilliant-violet-605-anti-mouse-cd4-antibody-10708?GroupID=BLG4745

https://www.bdbiosciences.com/en-us/products/reagents/flow-cytometry-reagents/research-reagents/single-color-antibodies-ruo/
buv805-rat-anti-mouse-cd8a.612898

https://www.thermofisher.com/order/catalog/product/65-0866-14

https://www.genetex.com/Product/Detail/SARS-CoV-SARS-CoV-2-COVID-19-spike-antibody-1A9/GTX632604

https://www.thermofisher.com/antibody/product/Cytoskeletal-Actin-Antibody-Polyclonal/A300-485A

https://www.abcam.com/adenovirus-type-5-antibody-ab6982.html

PMA/ionomycin and/or SEB stimulated splenocytes were used as a positive control for all cytokine antibodies during panel
development.

HEK-293F (Thermo, #11625019)

HEK-293A (Thermo, R70507)

HEK293-ES (Expression Systems LLC, #94-007F)

Vero-E6 (ATCC, CRL-1586)

Vero-E6 (BEI, NR-596)

Cell lines were not authenticated

All cell lines tested negative for mycoplasma

None

Mouse: Mus musculus, Balb/cAnNHsd, female, 6 - 8 weeks old (Envigo). Rhesus macaques: Macaca mulatta, Indian-origin, male and
female, >2.5 years old (Envigo)

Study did not involve wild animals

Study did not involve samples collected from the field

Mouse studies were approved by Murigenics IACUC and NHP study was approved by Battelle IACUC




