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The maternal-fetal interface is a uniqgue immunomodulatory microenvironment in mammals and may be leveraged therapeutically in . . . . . . _ H . H _
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Figure 2. LHACM treatment blunts expression of pro-inflammatory activation surface proteins in MDMs. MDMs were treated - -I I ﬁ.—“l'-. - -I I ._-r_.l'_'l 0-
Eluate Preparation: Human amniotic tissue (amnion, intermediate, and chorion layers) was processed using the Proprietary #PURION® with LPS/IFNy + LHACM, IL-4/1L-13, or IL-10 for 24 hours to induce M1+ LHACM, M2a, and M2c phenotypes, respectively. =
process, including cleansing followed by lyophilization and terminal sterilization to produce LHACM. Soluble factors from LHACM were Subsequent flow cytometry analysis was performed to assess cell viability (A) as well as the expression of key macrophage = M1+20 mg/mL LHACM D 40 E 200- IL1B F 150-
extracted in basal RPMI-1640 media at 4°C overnight. Eluate from three LHACM tissue donors was pooled together to reduce the burden of inflammatory activation markers, quantified either by the frequency of positive cells (B) or by the mean fluorescence intensity = M1+10 mg/mL LHACM
treatment variability. (C,D), as appropriate for each marker. Data shown as mean * SD, n=6. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001 relative to = M2a o 30- o 150 ® 100-
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Cell Culture: Human peripheral blood mononuclear cells (PBMC) were isolated from leukocyte reduction system chambers using Ficoll-Paque @) .§ 3000- _§ 1000 » Kk -% IL-10 fo.r 2? hougs to induce M1+ LHACM, MZ(?, ar:jd M?c.phenotypes, . 4 9
density gradient centrifugation. Monocytes were isolated from PBMC samples using a MagniSort™ Human pan-Monocyte Enrichment Kit = *E £ 800- £ 2000- respectively. Su sequent cDNA was generated and real-time PCR was performed =y £M1+10 mg/mL LHACM
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and 50 ng/mL granulocyte-macrophage colony-stimulating factor (GM-CSF) for six days to differentiate into resting state (M0) MDMs. MO Q 3 s 600 3 . iLlB (E), a*n*d IL6 (F). Datf" shown as mean + 5D, n=3 relative to M.O control'.
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Inflammatory Response Measurement: To simulate pro-inflammatory polarizing conditions, MO MDMs were stimulated with 100 ng/mL LPS 0
and 20 ng/mL interferon gamma (IFNy) in the absence (M1) or presence of 20 or 10 mg/mL LHACM eluate for 24 hours. Pro-repair | | GRAPHICAL OVERVIEW AND CONCLUSION
macrophage controls were induced by treating MO MDMs with 20 ng/mL IL-4 and IL-13 (M2a) or 20 ng/mL IL-10 (M2c) for 24 hours. - MU
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Gene Expression Analysis by qRT-PCR: To evaluate transcriptional changes, total RNA from three wells of each treatment group was _ 20000~ 10000~ B M1 The findings from this
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