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Antibodies
Antibodies used

EGAS00001000992 (melanoma patient RNA-seq), EGAS00001002335 (LC2/AD RNA-seq) (https://ega-archive.org). The remaining data are available within the
Article, Supplementary Information or Source Data file.

Sample sizes were not determined a priori. We used generally accepted sample sizes in accordance to own previous experiences with
reproducable differences between conditions indicating that the chosen sample sizes were sufficient.

No data were excluded.

Cellular experiments were performed in at least three independent biological replicates including technical replicates per experiment if
feasible (e.g. qPCR, MTT, CTG assays). Technical replicates were averaged within each biological replicate prior to further analysis. All figures
thus show averages and variability calculated from at least three independent experiments. All experimental replicates were included in the
final analyses and successfully validated the experimental findings within the reported degree of variability.

In vivo experiments were performed across different independent cohorts and mouse models to increase biological reproducibility. Per cohort
at least four independent tumors were used. Treatment experiments combining osimertinib +/-IVT4 were repeated in two independent
cohorts of humanized mice or the syngeneic EGFR-mutant mouse model each with comparable results per replicate.

For in vivo experiments allocation of tumor-bearing mice to experimental groups was done randomly before the start of treatment. For in
vitro experiments cells were distributed randomly to control and experimental conditions and processed in parallel.

For in vivo work treatment and volume measurements were distributed to different people to ensure blinding wherever possible. Moreover,
researchers performing flow-cytometry of mouse xenografts were blinded to treatment group of the mice. Histology scoring was done in a
blinded manner i.e. person scoring was blinded to treatments the respective animals received. For in vitro cell line work, data collection/
analysis was not blinded, but repeated by independent persons thereby reducing bias.

Western blot: Actin (#sc-47778, Santa Cruz Biotechnology, 1:5000), pan-AKT (#2920, Cell Signaling, 1:1000), pAKTS473 (#9271, Cell
Signaling, 1:1000), BCL2 (#2876, Cell Signaling, 1:1000), BRAFV600E (#E19290, Spring Bioscience, 1:1000), Cas9 (#14697, Cell
Signaling, 1:1000), cleaved Casp.3 (#9664, Cell Signaling, 1:1000), cPARP (#55-2597, BD Bioscience, 1:1000), EGFR (#2239, Cell
Signaling, 1:1000), pEGFRY1068 (#3777, Cell Signaling, 1:1000), ERK (#4696, Cell Signaling, 1:1000), pERKT202/Y204 (#4370, Cell
Signaling, 1:1000), H3K27me3 (#9733, Cell Signaling, 1:1000), H3K9me3 (#C15410056, Diagenode, 1:1000), Hsp90 (#4877, Cell
Signaling, 1:5000), IFIT1 (#14769, Cell Signaling, 1:1000), IRF1 (#8478, Cell Signaling, 1:1000), IRF3 (#4302, Cell Signaling, 1:1000),
pIRF3S396 (#4947, Cell Signaling, 1:1000), MAVS (#3993, Cell Signaling, 1:1000), MCL1 (#5453, Cell Signaling, 1:1000), p16
(#ab108349, Abcam, 1:1000), p21 (#2947, Cell Signaling, 1:1000), p27 (#3686, Cell Signaling, 1:1000), p65 (#8242, Cell Signaling,
1:1000), pp65S5367 (#3033, Cell Signaling, 1:1000), RIG-I (#3743, Cell Signaling, 1:1000), STING (#13647, Cell Signaling, 1:1000), TBK1
(#3504, Cell Signaling, 1:1000), pTBK1S172(#5483, Cell Signaling, 1:1000), total H3 (#C15310135, Diagenode, 1:1000), VTCN1
(#14572, Cell Signaling, 1:1000); goat anti-rabbit 800CW (#926-32211, LI-COR Biosciences, 1:10000), goat anti-mouse 800CW (#926-
32210, LI-COR Biosciences, 1:10000), anti-rat 680 (#925-68076, LI-COR Biosciences, 1:10000), donkey anti-rabbit 680LT (#926-68023,
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Validation

LI-COR Biosciences, 1:10000), and donkey anti-mouse 680LT (#926-68022, LI-COR Biosciences, 1:10000).

Flow cytometry: B7-H4/VTCN1 (#358104, BioLegend, 1:40), beta-2 microglobulin (B2M) (#A15770, ThermoFisher Scientific, 1:100),
HLA-ABC (#11-9983-42, ThermoFisher Scientific, 1:40); CD3 (17A2, #46-0032-82; #100222, 1:50), CD8 (53-6.7, #100714, 1:50), PD-1
(29F.1A12, #135210, 1:50), CD45 (30-F11, #103108, 1:50), NK1.1 (PK136, #25-5941-82, 1:50), CD3 (PE, Biolegend, UCHT1, 1:100),
CD4 (APC, Biolegend, RPA-T4, 1:100), CD45 (PE/DazzleTM594, Biolegend, HI30, 1:100), CD69 (APC/Cy7, Biolegend,FN50, 1:100), CD8
(Alexa Fluor®700, Biolegend, SK1, 1:100), PD-1 (Pacific Blue, Biolegend, EH12.2H7, 1:100), PD-L1 (PE/Cy7, Biolegend, 29E.2.A3,
1:100), and TIM-3 (FITC, Biolegend, F38-2E2, 1:100).

IMC: CD3 (17Er, Fluidigm dilution 1:50), CD8A (162Dy, Fluidigm 1:100), Pan-cytokeratin (CK, Fluidigm 148Nd, 1:400), Granzyme B
(167Er, Fluidigm 1:50), Ki67 (168Er, Fluidigm 1:100) and nucleic acid dye (191Ir/193Ir, Fluidigm 1:500)

IHC: CD3 (clone SP7, Thermo Fisher Scientific, MA, USA, 1:50), CD4 (clone 4B12, Thermo Fisher Scientific, MA, USA, 1:100, ), CD8
(clone C8/144B, DAKO Glostrup Denmark, 1:200,)

All antibodies are commercially available and widely used in the scientific community.

The following antibodies were validated by the supplier:

- Actin (#sc-47778, Santa Cruz Biotechnology) has been validated by the supplier.

- pan-AKT (#2920, Cell Signaling) validated using siRNA, treatment with chemical activators and cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting).

- pAKTS473 (#9271, Cell Signaling) validated using treatment with PDGF, wortmannin, LY294002. (https://www.cellsignal.de/about-
us/our-approach-process/antibody-validation-western-blotting)

- cleaved Casp.3 (#9664, Cell Signaling) validated treatment with taurosporine and etoposide (https://www.cellsignal.de/products/
primary-antibodies/cleaved-caspase-3-asp175-5a1e-rabbit-mab/9664)

- cPARP (#55-2597, BD Bioscience) validated using campotothecin treatment induce PARP cleavage (https://www.bdbiosciences.com/
en-us/products/reagents/flow-cytometry-reagents/research-reagents/single-color-antibodies-ruo/purified-mouse-anti-cleaved-parp-
asp214.552597)

- EGFR (#2239, Cell Signaling) validated using siRNA KO, treatment with chemical activators and cell line comparison https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting

- pEGFRY1068 (#3777, Cell Signaling, 1:1000) validated using EGF stimulation (https://www.cellsignal.de/products/primary-
antibodies/phospho-egf-receptor-tyr1068-d7a5-xp-rabbit-mab/3777)

- ERK (#4696, Cell Signaling) validated using siRNA KO, treatment with chemical activators and cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- pERKT202/Y204 (#4370, Cell Signaling, 1:1000) validated using treatment with U0126 and TPA (https://www.cellsignal.de/products/
primary-antibodies/phospho-p44-42-mapk-erk1-2-thr202-tyr204-d13-14-4e-xp-rabbit-mab/4370)

- H3K27me3 (#9733, Cell Signaling) validated using siRNA KO, treatment with chemical activators and cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- H3K9me3 (#C15410056, Diagenode) validated by the suppler using recombinant protein and whole cell extracts (https://
www.diagenode.com/files/products/antibodies/Datasheet_H3K9me3_C15410056.pdf)

- total H3 (#C15310135, Diagenode) validated using whole cell extracts (https://www.diagenode.com/files/products/antibodies/
Datasheet_H3pan_C15310135.pdf)

- Hsp90 (#4877, Cell Signaling) validated using siRNA KO, treatment with chemical activators or cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- IFIT1 (#14769, Cell Signaling) validated using treatment with human Interferon-!1 (https://www.cellsignal.de/products/primary-
antibodies/ifit1-d2x9z-rabbit-mab/14769)

- IRF3 (#4302, Cell Signaling) validated using siRNA KO, treatment with chemical activators or cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- pIRF3S396 (#4947, Cell Signaling) validated using siRNA KO, treatment with chemical activators or cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- p16 (#ab108349, Abcam) validated using cell line comparison or knock-out cell lines (https://www.abcam.com/primary-antibodies/
how-we-validate-our-antibodies#Western%20blot)

- p21 (#2947, Cell Signaling) validated using siRNA KO, treatment with chemical activators or cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- p65 (#8242, Cell Signaling) validated using siRNA KO, treatment with chemical activators or cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- pp65S5367 (#3033, Cell Signaling) validated using treatment with TNFa (https://www.cellsignal.de/products/primary-antibodies/
phospho-nf-kb-p65-ser536-93h1-rabbit-mab/3033)

- RIG-I (#3743, Cell Signaling) validated using treatment with LPS (https://www.cellsignal.de/products/primary-antibodies/rig-i-d14g6-
rabbit-mab/3743)

- TBK1 (#3504, Cell Signaling) validated using siRNA KO, treatment with chemical activators or cell line comparison (https://
www.cellsignal.de/about-us/our-approach-process/antibody-validation-western-blotting)

- pTBK1S172(#5483, Cell Signaling) validated using treatment with LPS, phosphatase (https://www.cellsignal.de/products/primary-
antibodies/phospho-tbk1-nak-ser172-d52c2-xp-rabbit-mab/5483)

- beta-2 microglobulin (B2M) (#A15770, ThermoFisher Scientific) validated clone using knock-down (https://www.thermofisher.com/
antibody/product/MA1-19141.html)

- HLA-ABC (#11-9983-42, ThermoFisher Scientific) validated by relative expression (https://www.thermofisher.com/antibody/
product/HLA-ABC-Antibody-clone-W6-32-Monoclonal/11-9983-42)

- CD3 (17A2, #46-0032-82; #100222) clone validated by relative expression (https://www.thermofisher.com/antibody/product/CD3-
Antibody-clone-17A2-Monoclonal/14-0032-82)

- PD-1 (29F.1A12, #135210) validated using stimulation of splenocytes (https://www.biolegend.com/it-it/products/apc-anti-mouse-
cd279-pd-1-antibody-6497)

- CD45 (30-F11, #103108) validated using relative expression (https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd45-
antibody-99?GroupID=BLG1932)
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Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

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

Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

- CD3 (PE, Biolegend, UCHT1) validated using relative expression (https://www.biolegend.com/en-us/search-results/pe-anti-human-
cd3-antibody-865)

- CD4 (APC, Biolegend, RPA-T4) clone validated using relative expression (https://www.biolegend.com/en-us/products/purified-anti-
human-cd4-antibody-830?GroupID=BLG7755)

- CD69 (APC/Cy7, Biolegend,FN50) validated using cell stimulation (https://www.biolegend.com/en-us/search-results/apc-cyanine7-
anti-human-cd69-antibody-1917)

- PD-1 (Pacific Blue, Biolegend, EH12.2H7) validated using cell stimulation (https://www.biolegend.com/en-us/search-results/pacific-
blue-anti-human-cd279-pd-1-antibody-6153)

- PD-L1 (PE/Cy7, Biolegend, 29E.2.A3) validated using cell stimulation (https://www.biolegend.com/en-us/products/pe-cyanine7-anti-
human-cd274-b7-h1-pd-l1-antibody-8277?GroupID=BLG5402)

- TIM-3 (FITC, Biolegend, F38-2E2) validated using cell stimulation (https://www.biolegend.com/fr-ch/products/fitc-anti-human-
cd366-tim-3-antibody-9939)

The following antibodies were validated by us in addition to the supplier validation:

- BRAFV600E (#E19290, Spring Bioscience) was validated using BRAF V600E overexpression

- IRF1 (#8478, Cell Signaling) was validated using IRF1 overexpression

- MAVS (#3993, Cell Signaling) was validated using MAVS knock-out

- STING (#13647, Cell Signaling) was validated using STING knock-out

- NK1.1 (PK136, #25-5941-82) was validated using in vivo cell depletion

- CD8 (53-6.7, #100714) was validated using in vivo cell depletion

- p27 (#3686, Cell Signaling) was validated using p27 overexpression (data not shown)

- VTCN1 (#14572, Cell Signaling) and B7-H4/VTCN1 (#358104, BioLegend) were validated using VTCN1 overexpression (data not
shown)

- Cas9 (#14697, Cell Signaling) was validated using Cas9 overexpression (data not shown)

- BCL2 (#2876, Cell Signaling) was validated using BCL2 overexpression (data not shown)

- MCL1 (#5453, Cell Signaling) validated using siRNA knock-down (data not shown)

IHC and IMC antibodies were validated by the Department of Pathology, University Hospital Cologne

Human cancer cell lines PC9, HCC4006, HCC827, H3122, A375, H1993, SKBR3, BT474, Colo205 and HEK293T cells were
purchased from ATCC. Murine PDAC cell lines were a gift from Prof. Siveke, 3LLC knock-out cells were a gift from Prof. Julian
Downward.

Cell lines were authenticated by STR profiling at the Institute of Forensic Medicine of the University Hospital of Cologne.

All cell lines were routinely tested to be mycoplasma negative.

None of the cell lines were found among the frequently misidentified cell lines ICLAC v11.

Humanization experiments were performed in 8-10 week old male and female NSG mice (NOD.Cg-Prkdcscid Il2rgtm1Wjl/SzJ), for the
syngeneic mouse model 6 week old female C57BL/6J mice were used. EGFR-mutant PDX models were propagated in female BALB/c
nude mice aged 6-8 weeks at study start.

The study did not involve wild animals.

The study did not involve field-collected samples.

Animal experiments were approved by the institutional animal welfare committees of the University of Cologne
(84-02.04.2017.A236) and the University of Okayama (OKU-2017412).

PBMCs were obtained from healthy donors of the blood bank of the University of Cologne and population characteristics are
not available. Lung adenocarcinoma PDXs had been established previously by Crown Biosciences Inc. and included one Asian
female patient with an EGFR Exon 19 deletion and one Caucasian male patient with an EGFR L858R mutation.

PBMCs were obtained from healthy donors from the blood bank of the University of Cologne without additional clinical
covariates for selection. Established PDX models were used based on known sensitivity to EGFR inhibitors.




