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Antibodies
Antibodies used

Sample size were determined based on extensive preliminary experiments and previous similar studies, basically each group minimum n= 3,
and in most cases n=5, these numbers were sufficient for conducting statistical analysis.

No data were excluded from analysis

Most of assays were carried out several times. Where indicated, experiments were conducted once using corresponding biological replicates
per each experimental condition. These experiments were reliably reproduced at least once.

Animal experiments were randomized. Mice with matched age and gender were randomly assigned into different groups for tumor growth
analysis or treatment evaluation. Human samples were grouped based on preliminary qPCR analysis to determine whether expression of
CH25H was decreased in tumor versus normal lung (group 1) or did not (group 2). Randomization for other experiments was irrelevant and
impractical.

The gene expression in CD14+ monocytes from human lung tumor required no intervention from the experimenter to isolating

human monocytes and the one to run qPCR. As such, this portion of the experiment can be considered blinded in that the experimenters had
no interaction with the patient sample collection aside from qPCR analysis. For the animal experiments, tumor size, weight and organs analysis
were blinded by de-identifying samples. Blinding for other experiments was impractical.

The following antibodies were used for flow cytometry:

anti-CD45 BioLegend, Cat#103112, Clone: 30-F11, dilution:200x

anti-CD45 BioLegend, Cat#103115, Clone: 30-F11, dilution:200x

anti-MHC II (IA/IE) BioLegend, Cat#107630, Clone: M5/114.15.2, dilution:200x

anti-MHC II (IA/IE) BioLegend, Cat#107613, Clone: M5/114.15.2,dilution:200x

anti-CD11c BioLegend, Cat#117305, Clone: N418, dilution:200x

anti-CD11c BioLegend, Cat#117307, Clone: N418, dilution:200x

anti-CD103 BioLegend, Cat#121433, Clone: 2E7, dilution:200x

anti-CD80 BioLegend, Cat#104707, Clone: 16-10A1, dilution:200x

anti-CD86 BioLegend, Cat#105012, Clone: GL-1, dilution:200x

anti-CD3 BioLegend, Cat#100237, Clone: 17A2, dilution:200x

anti-CD3 BioLegend, Cat#100227, Clone: 17A2, dilution:200x

anti-CD3 BioLegend, Cat#100236, Clone: 17A2, dilution:200x

anti-IFN-# BioLegend, Cat#505825, Clone: XMG1.2, dilution:200x

anti-Granzyme B BioLegend, Cat#372221, Clone: QA16A02, dilution:200x

anti-CD279 (PD1) BioLegend, Cat#135220, Clone: 29F.1A12, dilution:200x
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anti-CD69 BioLegend, Cat#104506, Clone: H1.2F3, dilution:200x

anti-Ki67 BioLegend, Cat#652404, Clone: 16A8, dilution:200x

anti-CD8 BioLegend, Cat#100711, Clone: 53-6.7, dilution:200x

anti-CD8 BioLegend, Cat#100721, Clone: 53-6.7, dilution:200x

anti-CD8 BioLegend, Cat#100730, Clone: 53-6.7, dilution:200x

anti-CD8 BioLegend, Cat#100714, Clone: 53-6.7, dilution:200x

anti-CD8 BioLegend, Cat#100705, Clone: 53-6.7, dilution:200x

anti-CD8 BioLegend, Cat#100708, Clone: 53-6.7, dilution:200x

anti-CD4 BioLegend, Cat#100430, Clone: GK1.5, dilution:200x

anti-CD366 BioLegend, Cat#134019, Clone: B8.2C12, dilution:200x

anti-CD223 BioLegend, Cat#125208, Clone: C9B7W, dilution:200x

anti-F4/80 BioLegend, Cat#123131, Clone: BM8, dilution:200x

anti-CD11b Biolegend, Cat#101228, Clone: M1/70, dilution:200x

anti-mouse CD86, BD, Cat#105013, Clone: GL-1, dilution: 200x

anti-Calreticulin Rabbit IgG Alexa Fluor 488, Cell Signaling Technology, Cat#62304S, RPID: AB_2799626,dilution:50x

anti-chicken OVA, Sigma, Cat# C6534, dilution: 5000X

anti-LAMP2, BD Biosciences, Cat# 550292, Clone:M3/84, dilution: 50X

Goat anti-rabbit Alexa Fluro 488, Invitrogen, Cat# A-11008, dilution: 500X

Goat anti-rat Alexa Fluro 594, Invitrogen, Cat# A-11007, dilution: 500X

FITC conjugated-CD107b monoclonal antibody, Invitrogen, Cat# 11-1072-81, Clone:eBioABL-93; dilution: 2000x

The following antibodies were used for Western Blot analysis:

anti-"-actin (Sigma, clone :AC-15, Cat# A1978, 0.5$g/ml), anti-Na, K-ATPase 1 (Cell Signaling Technology, Cat# 3010S, 1000x), anti-
ATF3 (Cell Signaling Technology, clone: D2Y5W, Cat#33593,1000x), anti-CH25H Ab (Invitrogen, Cat#PA5-72349, RPID:AB_2718203,
1000x), IRDye 680RD donkey anti-rabbit secondary antibody (LI-COR Bioscience, Cat#926-68073,5000x)

All the antibodies are validated for the use of immunofluorescence and western blot analyses. Data are available on the
manufacture`s website. The antibodies have been validated by the manufacturer or in this paper. No additional validation was carried
out.

Murine colon adenocarcinoma MC38 cells and Lewis lung carcinoma (LLC) cells were purchased

form ATCC and maintained in DMEM (Gibco) supplemented with 10% FBS (HyClone) and 100 U/ml

Penicillin-Streptomycin (Gibco). see method section. Phoenix packaging cells (from ATCC) were maintained at 37°C with 5%
CO2 in RPMI-1640 including 10% heat-inactivated Fetal Bovine Serum (FBS), 50 U/ml penicillin-streptomycin and L-glutamine.

Cells were authenticated by the vendor, no other authentications were conducted.

All cell lines were tested negative for mycoplasma.

No commonly misidentified cell lines were used in the study.

All mice used in experiments were 6-8 weeks old males. Mice were housed in a specific pathogen free (SPF) condition (12 h light/12 h

dark cycle, temperature 20-25°C) and had free access to water and chow (ANIMAL SPECIALTIES AND PROVISIONS, Lab diet

5010). Animal health status was routinely checked by qualified veterinarians. These mice were fed with regular chow and water ad
libitum. Mice were maintained under specific-pathogen-free conditions in accordance with American Association for Laboratory
Animal Science guidelines. WT (C57BL/6J, Stock No. 000664), Ch25h-/- (B6.129S6-Ch25htm1Rus/J, Stock No. 016263), OT-I (C57BL/6-
Tg(TcraTcrb)1100Mjb/J, Stock No. 003831) and CD11c-cre (B6.Cg-Tg(Itgax-cre)1-1Reiz/J, Stock No. 008068) mice were purchased
from The Jackson Laboratory. The conditional Ch25h allele (Ch25hf/f) was created as previously described (Lu et al., 2021b) and is in
the process of being donated to the Jackson Laboratory (future Stock No. Stock No. 037647 C57BL/6-Ch25htm1.1Syfu/J). Atf3 flox
allele (Atf3f/f) were described previously (Wolford et al., 2013b). All mice are in C57BL/6J background. CD11c-cre mice were crossed
with Ch25hf/f mice or Atf3f/f mice to generate CD11c-cre::Ch25hf/f mice (Ch25h!DC), CD11c-cre::Atf3f/f mice (Atf3!DC), or CD11c::
Atf3f/f Ch25hf/f mice litter-mates.

The study did not involve wild animals.

The study did not involve field-collected samples.

All animal experiments were approved by the Institutional Animal Care and Use Committee of the University of Pennsylvania and
were carried out in accordance with the IACUC guidelines.




