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All sample sizes are similar to those reported in previous publications (PMID: 32198222 and 34800368). All experiments were performed in
multiple distinct replicates as indicated in the methods and figure legends.

No data was excluded, except when samples did not pass the QC (i.e. cell viability/ cell recovery).

Experimental data reproduced in at least two independent experiments

For in vivo experiments, mice were allocated randomly into two or four groups before receiving different treatments.

Methylation microarray experiment (Fig. 2b-c) was performed blinded, until the final analysis by the biostatisticians. Most of the in vitro and in
vivo experiments involved periodic treatment with different agents (e.g. 5AZADC, ADU-S100) at different time points. For these studies, we
performed non-blinded treatments.

Anti-mouse antibodies used for Flow Cytometry (clone, dilution, supplier, cat#):

anti-CD45 BB515 (30-F11, 1:200, BD Biosciences, 564590)

anti-CD3e BUV395 (145-2C11, 1:50, BD Biosciences, 565533)

anti-CD4 BV786 (GK1.5, 1:100, BD Biosciences, 563331)

anti-CD8a PE/Dazzle 594 (53-6.7, 1:200, Biolegend, 100762)
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Eukaryotic cell lines
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Animals and other research organisms
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Ethics oversight
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anti-CD8a Alexa Fluor 700 (53-6.7, 1:200, Biolegend, 100730)

anti-CD183 BV421 (CXCR3-173, 1:200, BD Biosciences, 566283)

anti-CD62L PE/Cy7 (MEL-14, 1:100, Biolegend, 104418)

anti-CD44 Alexa Fluor 488 (IM7, 1:200, Biolegend, 103016)

anti-CD69 PE-CF594 (H1.2F3, 1:100, BD Biosciences, 562455)

anti-LAG3 BV421 (C9B7W, 1:200, Biolegend, 125221)

anti-CD279 (PD-1) BV605 (J43, 1:50, BD Biosciences, 563059)

anti-TNF BV650 (MP6-XT22, 1:10, BD Biosciences, 563943)

anti-IFN- PE (XMG1.2, 1:10, BD Biosciences, 554412)

anti-H-2Kb Alexa Fluor 647 (AF6-88.5, 1:100, Biolegend, 116512)

anti-CD16/CD32 (Fc Block) (dilution: 1:50, Supplier: BD Bioscience, cat#: 553142)

Antibodies used for in vivo depletion studies (clone, amount, supplier, cat#):

InVivoMAb anti-mouse CD8 (2.43, 300 g, Bio X Cell, BE0061)

InVivoMAb anti-mouse CD4 (GK1.5, 300 g, Bio X Cell, BE0003-1)

Antibodies used for Western Blot (clone, dilution, supplier, cat#):

STING Rabbit mAb (D2P2F, 1:1000, Cell Signaling, 13647S)

DNMT1 (D63A6) XP® Rabbit mAb (D63A6, 1:1000, Cell Signaling, 5032S)

DNMT3A Rabbit mAb (D23G1, 1:1000, Cell Signaling, 3598S)

DNMT3B Rabbit mAb (D7O7O, 1:1000, Cell Signaling, 67259S)

LMP2 Rabbit mAb (EPR22042, 1:1000, Abcam, ab3328)

-Tubulin Mouse mAb (DM1A, 1:5000, Cell Signaling, 3873S)

-Actin Mouse mAb (AC-74, 1:5000, Sigma-Aldrich, A5316)

Secondary antibodies used for Western Blot (dilution, Supplier, cat#):

anti-rabbit IgG (1:2000, Cell Signaling, 7074S)

anti-mouse IgG (1:2000, Cell Signaling, 7076S)

The antibodies employed in our study were validated by the manufacturers and used according to the manufacturers'

instructions. Flow cytometry antibodies were re-validated by titrating their concentrations and evaluating the

staining efficiency in comparison with negative controls.

B16-F10 (mouse melanoma cell line) was purchased from American Type Culture Collection (ATCC). B16-ISG and B16-ISG-
STINGKO (mouse melanoma cell lines) were purchased from InvivoGen. A375 and SK-MEL-28 (human melanoma cell lines,
original source: ATTC) and Yumm1.7 (mouse melanoma cell line, original source: ATTC) were obtained from Dr. Keiran
Smalley (Moffitt Cancer Center).

Cell lines were authenticated by the companies we obtained them from. We checked the morphology of cell lines in culture
and used low-passage cell cultures for all the experiments.

Cell lines were routinely screened to avoid mycoplasma contamination. All cell lines tested negative for mycoplasma
contamination.

No commonly misidentified cell line was used in the study.

Wild-type C57BL/6 and STINGgt/gt (Goldenticket; C57BL/6J-Sting1gt/J) mice were obtained from The Jackson Laboratory. All
experiments were initiated using female mice between the ages of 8 and 10 weeks. Animals were housed in the Comparative
Medicine Facilities at the Moffitt Cancer Center under temperature and humidity-controlled conditions with a 12-h light/dark cycle.

The study did not involve wild animals.

Sex was not considered in the study design. Female mice were used in all experiments.

The study did not involve samples collected from the field.

All animal work was approved by the Institutional Animal Care and Use Committee at the University of South Florida and performed
in accordance with the U.S. Public Health Service policy and National Research Council guidelines.




