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Antibodies
Antibodies used

Sample size was determined based on prior experience with these pancreatic cancer models of cachexia studies, such that we would readily
distinguish behavioral and molecular outcomes between sham-operation and tumor-bearing animals (Michaelis et al., 2017). Specifically, our
group previously determined that an N >/= 4 readily distinguishes the cachexia parameters studied herein, including behavior (food intake and
locomotion) and gene expression in cachexia-sensitive tissues. For human studies, data were collected in a retrospective manner from a
preexisting database of pancreatic cancer patients. As such, no power calculations were performed, but patients were selected if their data
included basic demongraphics/tumor characteristics, as well as an initial blood draw. Subsequent analyses, including survival and body
composition, then required subset selection of this cohort to include survival data and axial CT scan body composition analyses, respectively.

Our a priori policy was to exclude animals and their samples from analysis (1) if tumor implantation was unsuccessful, or (2) if random events

over the course of the study with confounding potential would put the animal in a biologically distinct category unrelated to their tumor

status or treatment allocation (such as treatment administration complications resulting in large volume bleeding, a cage disruption such as

water leaking, etc.).

To ensure the predominant effect of improve food intake in the setting of LCN2KO, studies comparing LCN2KO and WT animals were
replicated at least three times, including cachexia measures (food consumption, wheel running, etc.). All attempts at replication were
successful for this study. Similarly, the behavioral findings reported in Figure 1A, and Figure S5B were replicated independently.

Randomization of groups was performed to ensure variables related to cachexia were balanced across tumor and sham-operated animals,

using the covariates initial body weight, food intake, and wheel running (where appropriate). Animals were further randomized for these

covariates when multiple treatment groups were present, such that cachexia-related parameters were expected to be evenly distributed

between groups. T-tests (for two groups) or ANOVA (for 3+ groups) were performed within studies for all relevant variables to ensure no

significant differences were present at baseline for any of the aforementioned characteristics, such that changes at endpoint could be

attributed to the disease state or treatment group rather than baseline differences. Concerning experiments that were not performed with
tumor implantation, mice were randomized by covariates of initial body weight and food intake.

Blinding was performed for any qualitative analysis. In animal models, investigators were aware of which animals were tumor-bearing or
sham-operated, but blinded to genotype. However, all collected data were quantitative in nature during this phase. Gene expression studies
and samples acquired from these studies were coded and blinded for downstream gene expression analyses.

Antibodies and corresponding manufacturers/catalog numbers are described in the Supplementary tables 4 and 6.

Flow cytometry:

Target Name Manufacturer Catalog Dilution FMO Prepared

CD11b BB515 Integrin alpha M BioLegend #101206 1:125 Yes

CD19 APC Cluster of differentiation 19 BioLegend #115541 1:125 No
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Validation

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-Cy7 Cluster of differentiation 3 BD Horizon #564010 1:1

25 Yes

CD45 PerCP-Cy5.5 Protein tyrosine phosphatase, receptor type, C BD Pharmingen #552848 1:125 No

Ly6C APC-Cy7 Lymphocyte antigen 6 complex, locus C1 BioLegend #128028 1:200 Yes

Ly6G BV421 Lymphocyte antigen 6 complex locus G6D BioLegend #127622 1:200 Yes

Live Dead Aqua (N/A) Invitrogen #L34957 1:200 N/A

LCN2 Lipocalin 2 R&D #AF1857 1:100 N/A

Anti-Goat-PE F(ab')2-Donkey anti-Goat IgG (H+L) Cross-Adsorbed Secondary Antibody, PE ThermoFisher Scientific #31860 1:200 N/A

Target (and conjugate) Name Manufacturer Catalog Dilution

Western Blot:

GAPDH Glyceraldehyde-3-Phosphate Dehydrogenase Cell Signaling #97166S 1:1000

LCN2 Lipocalin 2 R&D #AF1857 1:800

LCN2 antibodies utilized in this study were validated for antigen specificity using Western blot, immunohistochemistry, and flow
cytometry. In the manuscript, we evidence this validation through absent staining in Lcn2-KO mouse tissue, including the bone
marrow (Figure S2A) Flow cytometry antibodies were validated in previous studies (Burfeind et al., 2020) and by the manufacturers.
Specific details for manufacturer validations are present on their websites, but are not elaborated here due to the large number of
antibodies used in this study.

We thank Drs. Elizabeth Jaffee (KPC), David Tuveson (FC1242, FC1199, and FC1245), and Robert Vonderheide (4662) for
graciously providing the syngeneic pancreatic cancer cell lines used for our studies.

We have not personally authenticated the cell lines in these studies using a professional service; however, they form tumors

consistent with moderately-to-poorly differentiated pancreatic ductal adenocarcinoma in vivo.

All cell lines in this study undergo routine mycoplasma testing, and have been consistently negative. They additionally have

undergone PCR screening by IDEXX Bioresearch for 40 microbial and viral contaminants, for which they were negative.

We did not use any commonly misidentified lines in this paper.

C57BL6/J mice (JAX, cat. #000664), LCN2KO mice (JAX, cat. #024630), Melanocortin 4 receptor knockout (Mc4r-KO, JAX catalog
number 032518), Interleukin 6 knockout (Il-6-KO, JAX catalog number 002650), and Myeloid differentiation primary response gene
88 knockout (MyD88-KO, JAX catalog number 009088) were used in these studies, with implantation occurring at 7-10 weeks of age.
All mice were male.

No wild animals were used in this study.

No field collected samples were used in this study.

Animal studies were performed in accordance with the Oregon Health and Science University IACUC, with principles following

the NIH Guide for the Care and Use of Laboratory Animals.

Patients diagnosed with pancreatic cancer or age-matched healthy controls at Oregon Health & Science University between
2012-2017.

Patients were recruited by the Oregon Clinical and Translational Research Institute and Brenden Colson Center for Pancreatic
Care. Associated patient information and tissues are stored by the respective organizations at Oregon Health & Science
University. All patient data and samples were anonymized.

Plasma samples from men and women age 40-82 years old diagnosed with pancreatic cancer were procured through the
Brenden Colson Center for Pancreatic Care (Portland, Oregon) through the Oregon Pancreatic Tumor Registry (OPTR). These
samples were collected at the time of diagnosis, and for some patients, in follow-up visits. Age- and sex-matched control
samples from patients with no clinical evidence of disease were procured from the Oregon Clinical and Translational




