Tumor-Associated Fibroblast-Derived Matrix Containing EDA-FN Alters Macrophage Behavior
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Supplemental Fig. 1 Workflow for single-cell morphology analysis of macrophages. Representative confocal microscopy images of macrophages reseeded on physiological and pathological EDA-FN matrices. F-actin in cyan, CellPose single-cell segmentation shown as an outline overlay, and binary masks of macrophages following the removal of border-touching cells and cells with inaccurate segmentation masks. Scale bar, 50 µm.  


Supplemental Table 1. IL-10 and TNF-α in macrophage supernatants after 48 h of culture on HMF-derived matrices. OD is shown as OD 450 nm minus OD 540 nm. OD above medium baseline is the sample OD minus the medium-only (RPMI) control OD from the same plate. Concentrations were interpolated from a four-parameter logistic standard curve. The limit of detection (LOD) was defined as the lowest standard of the curve: 31.2 pg/mL for IL-10 and 15.6 pg/mL for TNF-α. Values at or below the lowest standard are extrapolated, approximate, and were not used for statistical comparison. Each sample represents an independently prepared matrix sample (n = 3 per condition), with three technical ELISA replicates averaged for each sample. Physio: matrices assembled by INC-conditioned HMFs on soft gels; Patho: matrices assembled by mTCM-conditioned HMFs on stiff gels.

A. IL-10
	Sample
	Condition
	OD (450 − 540 nm)
	OD above medium baseline
	Interpolated conc. (pg/mL)
	Detection status

	INC 1 (Physio) 
	Physio
	0.103
	0.054
	52.0
	[above LOD]

	INC 2 (Physio)
	Physio
	0.090
	0.041
	41.3
	[above LOD]

	INC 3 (Physio)
	Physio
	0.087
	0.038
	38.4
	[above LOD]

	mTCM 1 (Patho)
	Patho
	0.065
	0.016
	20.1
	[below LOD]

	mTCM 2 (Patho)
	Patho
	0.059
	0.010
	15.1
	[below LOD]

	mTCM 3 (Patho)
	Patho
	0.058
	0.009
	14.1
	[below LOD]

	Base-line RPMI medium
	Medium only
	0.049
	—
	7.05
	  [below LOD]



B. TNF-α
	Sample
	Condition


	OD (450 − 540 nm)
	OD above medium baseline
	Interpolated conc. (pg/mL)
	Detection status

	INC 1 (Physio)
	Physio
	0.076
	0.041
	70.7
	[above LOD]

	INC 2 (Physio)
	Physio
	0.114
	0.079
	117.6
	[above LOD]

	INC 3 (Physio)
	Physio
	0.068
	0.033
	57.4
	[above LOD]

	mTCM 1 (Patho)
	Patho
	0.046
	0.011
	Not interpolated
	[below LOD]

	mTCM 2 (Patho)
	Patho
	0.043
	0.008
	Not interpolated
	[below LOD]

	mTCM 3 (Patho)
	Patho
	0.045
	0.010
	Not interpolated
	[below LOD]

	RPMI medium
	Medium only
	0.035
	—
	—
	—


Not interpolated: OD fell below the range of the standard curve and could not be assigned a concentration.
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