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Online Resource 2: Optimization and validation of the bioluminescence imaging time-window.

To determine the optimal time for signal acquisition, the kinetics of bioluminescence were monitored following 

intraperitoneal injection of D-luciferin in mice bearing intracranial tumors of different sizes, representing low and high 

tumor burdens. (a) Representative time-series of in vivo BLI in mice with 4T1 breast cancer tumors at day 5 (low burden, 

top row) and day 20 (high burden, bottom row) post-inoculation. Images were acquired every 2-5 minutes for 40 minutes. 

(b) Quantification of the bioluminescent signal from the region of interest (ROI) over time for the 4T1 model, showing that 

peak signal intensity is reached between 10 and 15 minutes post-injection for both low (blue line) and high (red line) tumor 

burdens. (c) Representative time-series of in vivo BLI in mice with B16 melanoma tumors at day 5 (low burden, top row) 

and day 15 (high burden, bottom row) post-inoculation. (d) Quantification of the bioluminescent signal over time for the 

B16 model, similarly demonstrating a consistent signal peak between 10 and 15 minutes. These data confirm that the 10–

15 minute post-injection time point is optimal and reproducible for quantifying tumor burden, irrespective of the cell line 

or tumor size, and validate its use for all longitudinal imaging studies presented. 
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