IC50 methodology and data
1. Experimental Design
Cell Treatment:
Normoxia: Cells treated with kaempferol (0–80 µM) for 48 h.
Hypoxia: Pre-treated with CoCl₂ (100 µM, 24 h) → kaempferol (0–80 µM, 48 h).
Controls:
Vehicle (DMSO ≤ 0.1%)
CoCl₂-only (100 µM) – confirmed non-cytotoxic (Fig. 1A-B).
2. Viability assay
Method: MTT assay (n = 3 replicates).
Procedure
1. Cells seeded in 96-well plates.
2. Treated as above → incubated with MTT (0.5 mg/mL, 4 h) → solubilized in DMSO.
3. Absorbance measured at 570 nm (Microplate reader).
3. IC50 calculation
Analysis:
Dose-response curves fitted to nonlinear regression (log[inhibitor] vs. normalized response – variable slope) in GraphPad Prism v8.0.
Model: *Y = Bottom + (Top – Bottom)/(1 + 10^((LogIC50 – X)HillSlope)).
Output:
	Cell Line
	Condition
	IC50 (µM)
	95% CI
	R²

	HCT-15
	Normoxia
	58.33 ± 1.5
	56.12–60.54
	0.98

	
	Hypoxia
	48.28 ± 2.0
	45.89–50.67
	0.97

	HCT-116
	Normoxia
	55.62 ± 1.2
	53.85–57.39
	0.99

	
	Hypoxia
	41.27 ± 1.5
	39.12–43.42
	0.98



