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Figure S1. Schematic illustration of the minipillar array chip and jig for tissue optical clearing (TOC). 
(A) Maximum arrangement of six minipillar array chips (eight minipillars per chip) in a 96-well plate 
used during 3D culture, drug treatment, and immunostaining. (B) Assembly of six minipillar array 
chips in a jig for active tissue clearing using the X-CLARITYTM system. 
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Figure S2. Comparison of fluorescence confocal images acquired from cryosections and optical 
sections. (A) Consecutive 10-μm-thick cryosections of microtumors (tumor spheroid-collagen 
construct) were prepared and images were obtained at 50-μm intervals along the z-axis. (B) Optical 
sections were prepared from uncleared and cleared microtumors. Optical section images were 
acquired at 50-μm intervals along the z-axis. Capan-1 tumor spheroids were stained with type I 
collagen (green), vimentin (red), and DAPI. Scale bars: 200 μm. 

 
Figure S3. Fluorescence images of PANC-1 tumor spheroids (TSs) and microtumor after tissue optical 
clearing (TOC). (A) Fluorescence image of a Capan-1 TSs after TOC. Optical sections were obtained 
at z = 35 μm. (B) Three-dimensional (3D) optical images of a microtumor after TOC. Optical sections 
were acquired at 5-μm intervals along the z-axis for 3D reconstruction.  Immunofluorescence stained 
with type 1 collagen (green), β-actin (red) and DAPI (blue). Scale bars: 50 μm. Col-1: type I collagen. 
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Figure S4. Dose-response curves of Gemcitabine (GEM) and Paclitaxel (PTX) in Capan-1 microtumors. 
Capan-1 microtumors were grown for 6 days and viability was determined using Calcein-AM 
staining following 48 h drug exposure. An Emax model was fitted to the data and a drug 
concentration showing 30% inhibition (IC30) compared to the control was calculated (Sigmaplot 12.5, 
Systat Software, Inc., San Jose, CA). Data represent the mean ± SD of three independent experiments. 
Scale bars: 200 μm. 
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