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Antibodies
Antibodies used

acc=GSE153528). Source data are provided with this paper.

For the initial experiments described in Figure 1A-E, we performed sample-size calculation by Fisher exact test. We assumed that after LPS
injection, the rate of complications is 20% in non-iron-loaded pregnancies vs 100% in high-iron pregnancies, 6 dams/group revealed significant
differences in outcome with power of 0.9 and p< 0.05.

For all subsequent mouse experiments, sample sizes were decided based on the initial calculations and expected outcomes. Sample sizes for
in vivo experiments are indicated in each figure panel.

For in vitro experiments, at least 3 independent experiments were performed in order to calculate statistical significance and verify results.
The number of experiments performed for in vitro data are indicated in each figure panel.

We did not exclude any data from analyses.

The number of replicates for each experiment are indicated in each figure panel. All attempts of replication were successful.

Mice were randomly allocated into the experimental groups.

Because each pregnant mouse can have up to 12 fetuses, not all placentas/fetuses were analyzed from all pregnancies. Rather, placentas/fetal

tissues were randomly selected for analyses so that multiple samples were analyzed from at least 3 or more different pregnancies.

For in vitro studies, randomization was not applicable to our experimental set up.

Investigators were not blinded during the study because the investigators who generated mouse samples also analyzed those samples.

Primary antibodies:

Mouse and human cleaved caspase-3 Rabbit monoclonal antibody 9664, Cell Signaling Technology, 1:1,000

Mouse and human total caspase-3 Rabbit polyclonal antibody 9662, Cell Signaling Technology, 1:5,000

Mouse and human ferritin heavy chain Rabbit monoclonal antibody 4393, Cell Signaling Technology, 1:25,000

Mouse and human ferritin light chain Goat polyclonal NBP1-06986, Novus Biologicals, 1:5,000

Mouse and human "-actin Monoclonal antibody-peroxidase A3854, Sigma, 1:50,000

Mouse IL-1 beta /IL-1F2 Goat polyclonal antibody AF401, R&D Systems, 1:1,000

Mouse cleaved caspase-1 Rabbit monoclonal antibody 89332, Cell Signaling Technology, 1:3,000

Human caspase-9 Mouse monoclonal antibody 9508, Cell Signaling Technology. 1:1,000

Mouse and human electron transport chain Total OXPHOS Rodent WB Antibody Cocktail ab110413, Abcam, 1:5,000

Mouse CD31/PECAM-1 Goat polyclonal antibody AF3628, Novus Biologicals, 1:1,000

Secondary antibodies:
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Validation

Anti-mouse IgG HRP antibody 7076, Cell Signaling Technology, 1:5,000

Anti-rabbit IgG HRP antibody 7074, Cell Signaling Technology, 1:5,000

Anti-goat IgG HRP antibody 2354, Santa Cruz, 1:5,000

ImmPRESS horse anti-rabbit IgG HRP detection kit MP-7401, Vector Laboratories

ImmPRESS horse anti-goat IgG AP detection kit MP-5405, Vector Laboratories

Neutralizing antibodies:

Human TNF! neutralizing Rabbit monoclonal antibody 7321, Cell Signaling Technology

Mouse TNF! neutralizing Rat monoclonal antibody clone XT3.11, BioXcell

Rat IgG isotype control, anti-trinitrophenol Rat monoclonal antibody clone TNP6A7, BioXcell

All the antibodies used in the study were validated by the manufacturing companies for mouse and human specificity and for the
applications described in the study. All antibodies were further validated by our laboratory via expected and predicted molecular
weight by Western blotting and including controls that are known to increase or decrease expression of the proteins visualized. For
example, TNF treatment is known to induce cleaved caspase-3, and iron is known to induce expression of ferritin. For all antibodies
reported, optimal dilutions were determined by our laboratory for the indicated applications.

Antibody validation by the manufacturing companies are as follows:

1. Mouse and human cleaved caspase-3 Rabbit monoclonal antibody 9664, clone 5A1E, Cell Signaling Technology: Cleaved Caspase-3
Rabbit mAb detects endogenous levels of the large fragment (17/19 kDa) of activated caspase-3 resulting from cleavage adjacent to
Asp175. This antibody does not recognize full length caspase-3 or other cleaved caspases. Monoclonal antibody is produced by
immunizing animals with a synthetic peptide corresponding to amino-terminal residues adjacent to Asp175 of human caspase-3, and
reacts with human, mouse, rat, and monkey samples which was determined by testing in at least one approved application (see
https://www.cellsignal.com/datasheet.jsp?productId=9664&images=1&protocol=0)

2. Mouse and human total caspase-3 Rabbit polyclonal antibody 9662, Cell Signaling Technology: Caspase-3 Antibody detects
endogenous levels of full-length caspase-3 (35 kDa). Polyclonal antibodies are produced by immunizing animals with a synthetic
peptide corresponding to residues surrounding the cleavage site of human caspase-3. Antibodies are purified by protein A and
peptide affinity chromatography. Antibody reacts with human, mouse, rat, and monkey samples which was determined by testing in
at least one approved application (see https://www.cellsignal.com/datasheet.jsp?productId=9662&images=1&protocol=0)

3. Mouse and human ferritin heavy chain Rabbit monoclonal antibody 4393, clone D1D4, Cell Signaling Technology: FTH1 (D1D4)
Rabbit mAb recognizes endogenous levels of total FTH1 protein. Monoclonal antibody is produced by immunizing animals with a
synthetic peptide corresponding to residues near the carboxy terminus of human FTH1 protein. Antibody reacts with human, mouse,
rat, and monkey samples which was determined by testing in at least one approved application (see https://www.cellsignal.com/
datasheet.jsp?productId=4393&images=1&protocol=0).

4. Mouse and human beta-actin Monoclonal antibody-peroxidase A3854, clone Ac-15, Sigma: Mouse monoclonal anti-"-actin-
peroxidase antibody specifically localizes "-actin in a wide variety of tissues and species using immunoblotting (42kDa). The antibody
cross-reacts with "-Actin expressed in cells of human, bovine, sheep, pig, rabbit, cat, dog, mouse, rat, guinea pig, chicken, carp, and
Hirudo medicinalis (leech) tissues, but not in Dictyostelium discoideum amoebae or Drosophila (see https://www.sigmaaldrich.com/
content/dam/sigma-aldrich/docs/Sigma/Datasheet/6/a3854dat.pdf)

5. Mouse IL-1 beta /IL-1F2 Goat polyclonal antibody AF401, R&D Systems: Polyclonal goat IgG detects mouse IL-1 beta/IL-1F2 in
direct ELISAs and Western blots, and neutralizes IL-1beta/IL-1F2 induced proliferation in D10.G4.1 mouse helper T cell line (see
https://resources.rndsystems.com/pdfs/datasheets/af-401-na.pdf?
v=20210503&_ga=2.147637303.1226532471.1620076195-1003374400.1620076195).

6. Mouse cleaved caspase-1 Rabbit monoclonal antibody 89332, clone E2G2I, Cell Signaling Technology: Cleaved Caspase-1 (Asp296)
(E2G2I) Rabbit mAb recognizes endogenous levels of caspase-1 protein only when cleaved at Asp296. A non-specific band is detected
at 70 kDa in some cells. Monoclonal antibody is produced by immunizing animals with a synthetic peptide corresponding to residues
surrounding Asp296 of mouse caspase-1 protein. Antibody reacts with mouse samples which was determined by testing in at least
one approved application (see https://www.cellsignal.com/datasheet.jsp?productId=89332&images=1&protocol=0).

7. Human caspase-9 Mouse monoclonal antibody 9508, clone C9, Cell Signaling Technology: Caspase-9 (C9) Antibody detects
endogenous levels of the pro form of caspase-9 as well as cleaved fragments. Monoclonal Antibody is produced by immunizing mice
with a recombinant human caspase-9 protein. Antibody reacts with human, mouse, rat, hamster, and monkey samples which was
determined by testing in at least one approved application (see https://www.cellsignal.com/datasheet.jsp?
productId=9508&images=1&protocol=0).

8. Mouse and human electron transport chain Total OXPHOS Rodent WB Antibody Cocktail ab110413, Abcam: Total OXPHOS Rodent
WB Antibody Cocktail ab110413 is an optimized cocktail of high-quality antibodies for analyzing relative levels of OXPHOS complexes
in rat or mouse mitochondria by western blot. Antibody reacts with mouse, rat, cow, human, and cynomolgus monkey (see https://
www.abcam.com/total-oxphos-rodent-wb-antibody-cocktail-ab110413.pdf).

9. Mouse CD31/PECAM-1 Goat polyclonal antibody AF3628, Novus Biologicals: Detects mouse CD31/PECAM-1 in direct ELISAs and
Western blots. In direct ELISAs and Western blots, approximately 10% cross-reactivity with recombinant human CD31 and
recombinant porcine CD31 is observed. Detects mouse CD31 and rat CD31 in flow cytometry. Polyclonal antibody reacts with mouse
and rat samples and is validated for immunostaining (see https://resources.rndsystems.com/pdfs/datasheets/af3628.pdf?
_ga=2.177128037.1748988963.1620079308-1742516439.1620079307).
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10. Anti-mouse IgG HRP antibody 7076, Cell Signaling Technology: Affinity purified horse anti-mouse IgG (heavy and light chain)
antibody is conjugated to horseradish peroxidase(HRP) for chemiluminescent detection. This product is thoroughly validated with
CST primary antibodies and will work optimally with the CST western immunoblotting protocol, ensuring accurate and reproducible
results (see https://www.cellsignal.com/datasheet.jsp?productId=7076&images=1&protocol=0).

11. Anti-rabbit IgG HRP antibody 7074, Cell Signaling Technology: Designed for use with rabbit polyclonal and monoclonal antibodies,
this affinity purified goat anti-rabbit IgG (heavy and light chain) antibody is conjugated to horseradish peroxidase(HRP) for
chemiluminescent detection. This product is thoroughly validated with CST primary antibodies and will work optimally with the CST
western immunoblotting protocol, ensuring accurate and reproducible results (see https://www.cellsignal.com/datasheet.jsp?
productId=7074&images=1&protocol=0).

12. Anti-goat IgG HRP antibody 2354, Santa Cruz: mouse anti-goat IgG-HRP is an affinity purified secondary antibody raised in mouse
against goat IgG and conjugated to HRP (horseradish peroxidase). mouse anti-goat IgG-HRP is recommended for detection of goat
IgG by ECL Western Blotting (see https://datasheets.scbt.com/sc-2354.pdf).

13. ImmPRESS horse anti-rabbit IgG HRP detection kit MP-7401, Vector Laboratories: The ImmPRESS polymerized reporter enzyme
staining system uses novel conjugation and micropolymer chemistries to create a highly sensitive, ready-to-use, one-step, non-biotin
detection system for immunohistochemistry and immunocytochemistry staining. This unique micropolymer of highly active
horseradish peroxidase (HRP) is attached to our affinity purified secondary antibodies (see https://vectorlabs.com/productpdf/
download/file/id/1381/name/ImmPRESS%25C2%25AE_HRP_Horse_Anti-Rabbit_IgG_Polymer_Detection_Kit%
252C__Peroxidase.pdf/).

14. ImmPRESS horse anti-goat IgG AP detection kit MP-5405, Vector Laboratories: The ImmPRESS polymerized reporter enzyme
staining system uses novel conjugation and micropolymer chemistries to create a highly sensitive, ready-to-use, one-step detection
system. This unique micropolymer of highly active enzyme (alkaline phosphatase) is attached to our affinity purified secondary
antibodies (see https://vectorlabs.com/productpdf/download/file/id/1436/name/ImmPRESS%25C2%25AE-AP_Horse_Anti-
Goat_IgG_Polymer_Detection_Kit%252C_Alkaline_Phosphatase.pdf/).

15. Human TNFalpha neutralizing Rabbit monoclonal antibody 7321, clone D1B4, Cell Signaling Technology: Monoclonal antibody is
produced by immunizing animals with a recombinant human TNF-! protein. Monoclonal antibody is produced by immunizing animals
with a recombinant human TNF-! protein (see https://www.cellsignal.com/datasheet.jsp?productId=7321&images=1&protocol=0).

16. Mouse TNFalpha neutralizing Rat monoclonal antibody clone XT3.11, BioXcell: Monoclonal antibody Purified from tissue culture
supernatant in an animal free facility. The XT3.11 monoclonal antibody reacts with mouse TNFalpha in in vivo and in vitro TNFalpha
neutralization and Western blot (see https://d2a7cdyquyl45u.cloudfront.net/tds-sheets/BE0058-tds.pdf).

17. Rat IgG isotype control, anti-trinitrophenol Rat monoclonal antibody clone TNP6A7, BioXcell: The TNP6A7 monoclonal antibody
reacts with trinitrophenol (TNP). Because TNP is not expressed by mammals this antibody is ideal for use as an isotype-matched
control for rat IgG1 antibodies in most in vivo and in vitro applications (https://d2a7cdyquyl45u.cloudfront.net/tds-sheets/BE0290-
tds.pdf).

Primary human umbilical vein endothelial cells (HUVECs) pooled from 10 donors were obtained from the American Type
Culture Collection (ATCC, Rockefeller, MD, USA) (ATCC #PCS-100-013)

Primary HUVECs were not authenticated in our laboratory as they were obtained directly from ATCC.

Primary HUVECs were negative for mycoplasma contamination when tested by ATCC. Cells were not retested in our
laboratory.

No commonly misidentified cell lines were used.

The following strains of animals were maintained on a 12-hour light–dark schedule in a temperature- (22–25°C) and humidity-
controlled environment: wild-type C57BL/6 mice (JAX stock #000664) purchased from the Jackson Laboratory (Bar Harbor, ME, USA),
hepcidin-1 knockout mice on the C57BL/6 background were originally provided by Dr. Sophie Vaulont (Paris, France) 14 years ago and
backcrossed by us. Pregnant mice were all females by default and ranged from 10-24 weeks of age. Embryos of both sexes were
analyzed.

The study did not involve wild animals.

The study did not involve field-collected samples.

All animal experiments were approved by the University of California, Los Angeles (UCLA) Institutional Animal Care and Use
Committee and were carried out in accordance with the Guide for Care and Use of Laboratory Animals (National Institutes of Health,
Bethesda, MD).




