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Figure S1. LC-MS full-scan chromatograms of live MRC5 spheroids (Top) and decellularized MRC5

spheroids (Bottom)
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Figure S2. Quantification of E-cadherin fluorescence intensity in A253 spheroids cultured with or
without decellularized MRC-5 spheroid scaffolds. Normalized E-cadherin fluorescence intensity per
spheroid area in A253-only and A/M (DC) spheroids. Data are presented as mean + standard deviation
(SD, n = 3). Statistical analysis was performed using an unpaired t-test. ****p < 0.0001.
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Figure S3. Validation of ECM-induced proliferation enhancement and stemness in the SGT cell lines. (a)
Bright-field and Calcein AM/propidium iodide (PI) co-staining images of SGT-only and SGT/M (DC) spheroids.
(b) Quantification of spheroid cross-sectional area (um?) in SGT-only and SGT/M (DC) groups (n = 3). (¢) mRNA
expression levels of ALDH1, CD133, and CK19 in SGT-only and SGT/M (DC) spheroids analyzed by qRT-PCR (n
= 4). Data represent mean + standard deviation (SD). Statistical analysis was performed using an unpaired t-test.
*p <0.05, **p < 0.01, ***p < 0.001, ***p < 0.0001.
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Figure S4. Validation of ECM-induced stemness mechanisms by pharmacologic inhibition of FAK
and EGFR signaling. (a) Relative mRNA expression of ALDH], (b) CD133, and (c) CK19 in A253-only,
AM (DC), A/M (DC)+FAK inhibitor (5 uM, 24 h), and A/M (DC)+Erlotinib (20 uM, 24 h) groups.
Expression levels were normalized to GAPDH and are presented relative to A253-only (set to 1). Data
represent mean + SD from three biological replicates. Statistical analysis was performed using one-way
ANOVA. *p <0.05, **p <0.01, **p <0.001, ***p < 0.0001.



