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ROS-Responsive siFGF19 Delivery Reprograms Pancreatic Stellate Cells and Remodels the Desmoplastic Microenvironment in Pancreatic Cancer
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Supplementary Material
[image: Figure-S1]
Figure S1. (A) Western blot analysis of FGF19 protein expression. (B) Quantification of relative FGF19 protein expression levels. (C) Relative mRNA expression levels of FGF19 detected by RT-qPCR.
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Figure S2. A-C. Detection of protein for fibrotic markers (α-SMA, Col-1α1, and FN) in hPSCs by Western blot. D-F. Detection of mRNA for fibrosis markers in hPSCs by quantitative polymerase chain reaction. *P < 0.05, **P < 0.01, ***P < 0.001
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Figure S3. Ratio of early apoptotic to late apoptotic cells.
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Figure S4. Mouse body weight curve.
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Figure S5.  Western blot analysis of FGF19, α-SMA, Collagen I, and Fibronectin protein expression in tumor tissues. *P < 0.05, **P < 0.01, ***P < 0.001.

Table S1. Sequences of siRNAs targeting FGF19 used in this study
	siRNA
	Sense (5′→3′)
	Antisense (5′→3′)
	Target region

	si-FGF19#1
	AAUUUCGUUCGUUUUGGUCCUdTdT
	GACCAAAACGAACGAAAUUUGdTdT
	CDS 383–405

	si-FGF19#2
	AAAGUUUGAGGGUUUCUGGUCdTdT
	CCAGAAACCCUCAAACUUUAUdTdT
	CDS 634–656

	si-FGF19#3
	GCCAGAAGUGUCUACUUCAdTdT
	UGAAGUAGACACUUCUGGCdTdT
	CDS 852–874

	si-NC
	AUAUGUACAGCUUCCUAAGGGUdTdT
	CUUAGGAAGCUGUACAUAUUCdTdT
	Scrambled



Flow cytometry analysis and gating strategy for apoptosis detection
Cell apoptosis was analyzed using a CytoFLEX flow cytometer (Beckman Coulter, Brea, CA, USA) following staining with Annexin V-FITC and propidium iodide (PI). Data acquisition and analysis were performed using CytExpert software.
A standardized gating strategy was applied. First, debris was excluded based on forward scatter (FSC) and side scatter (SSC) characteristics. Second, doublets and cell aggregates were removed using FSC-A versus FSC-H gating to ensure analysis of single cells only. Subsequently, apoptotic cells were identified using Annexin V-FITC versus PI bivariate dot plots and divided into four populations: viable cells (Annexin V-/PI-), early apoptotic cells (Annexin V+/PI-), late apoptotic/necrotic cells (Annexin V+/PI+), and necrotic cells (Annexin V-/PI+).
Fluorescence compensation was performed using single-stained controls prior to analysis. The compensation matrix was set as follows: FITC spillover into PI channel = 10.64%, and PI spillover into FITC channel = 17.19%.
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