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The maternal-fetal interface is a unique immunomodulatory microenvironment in mammals and may be leveraged therapeutically in
wound healing through the application of amniotic tissue allografts. Macrophages are crucial in wound healing for orchestrating the LHACM modulates the macrophage pro-mflammatory response LHACM reduces ROS under prO-Inﬂammatory pOIarIZlng conditions
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Cell Culture: Human monocytic THP-1 cells (ATCC TIB-202) and human T lymphoblast Jurkat cells (ATCC TIB-152) were maintained in RPMI Pro-inflammatory: LPS + IFNy  Cytokine production é a0 * ok ok %k - Figure 4. LHACM dampens ROS production in macrophages during.pro-
medium supplemented with 10% fetal bovine serum and 1% penicillin-streptomycin. THP-1 monocytes were differentiated into resting LHACM: 20,10, or 1 mg/mL  Inflammasome activity 3 9 ° inflammatory challenge. (A) Macrophages were generated by treating
macrophages (MO0) using 10 ng/mL phorbol 12-myristate 13-acetate (PMA). MO macrophages were incubated with 20, 10 and 1 mg/mL LHACM eluate :,._g 30 e THFf-l rponocytes with 10 ng/mL PMA for 24 hr. FO||OWI-ng a 72 hrrest |
for 48 hours to produce LHACM-elicited macrophages for downstream use in the efferocytosis assay. o9 . period in fresh culture media, macrophages were polarized for 48 hr with
x g 20 ® 100 ng/mL LPS and 20 ng/mL IFNy *+ 20 mg/mL LHACM. Data represented
. ) ) o . _ _ c TNF-a D IL-1 B E IL-6 S g as mean * SD, n=3. ***p<0.001, ****p<0.0001 relative to M1 based on a
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ng/mL LPS and 20 ng/mL interferon gamma (IFNy) in the presence or absence of 1, 10, or 20 mg/mL LHACM eluate for 24 hours. Macrophage . . e . 0- Summary graphic (A) was created using BioRender.
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Luminex Assay: Culture media was collected from MO THP-1 cells that were stimulated for 24 hours with 100 ng/mL LPS and 20 ng/mL IFNy, in S 6000 = = 1500+
the presence or absence of 20, 10 and 1 mg/mL LHACM extract. The media was assessed for pro-inflammatory cytokines using bead-based g’- 4000 g. g. 10004
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Caspase-1-mediated Inflammasome Assay: Culture media was collected from MO THP-1 cells that were stimulated for 24 hours with 100
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ng/mL LPS and 20 ng/mL IFNy, in the presence or absence of 20, 10 and 1 mg/mL LHACM extract and was assessed using a Caspase-Glo 1
Inflammasome Assay Kit (Promega). Proteolytic activity of Caspase-1 in the culture media was measured against a cleavable Luciferase-linked
reagent using luminescence readings acquired on a Synergy Mx Microplate Reader (Biotek) according to the manufacturer’s instructions.

Figure 2. LHACM dampens the macrophage pro-inflammatory response. (A) To induce an inflammatory response and inflammasome activity, THP-1 MO macrophages were
stimulated for 24 hr with 100 ng/mL LPS and 20 ng/mL IFNy in the presence or absence of 20, 10, or 1 mg/mL LHACM. (B) Inflammasome function was determined by measuring the
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viability y,e (SYTOX Red, ThermoFisher) and CellROX Grgen antibo y,(T ermoFisher), an _ ata acquisition was performe usmgz? 3-laser Cyte Luminex analysis of cell supernatants; (C) TNF-a., (D) IL-1B, (E) IL-6. *p < 0.05, **p < 0.01, ***p < 0.001, and ****p < 0.0001 relative to control based on a one-way ANOVA with a
Northern Lights flow cytometer. Subsequent data analysis and graphing was performed using FlowJo (v10.10.0) and GraphPad Prism (v10.2.2)

software.

ROS Evaluation: To evaluate ROS production in live cells, MO macrophages were stimulated with 100 ng/mL LPS and 20 ng/mL IFNy in the
presence or absence of 20, 10, 5, and 1 mg/mL LHACM extract for 48 hours before being harvested. Single cell suspensions were stained with
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Efferocytosis Assay: For measuring macrophage efferocytotic activity, untreated and LHACM-elicited MO macrophages were incubated with

CFSE-labeled apoptotic bait cells for 16 hours before being harvested and analyzed. Single cell suspensions were acquired using a 3-laser Cytek & , Pyroptotic
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