



SUPPLEMENTAL INFORMATION
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Figure S1 (related to Figure 1). (A) Morphological comparison between the original and optimized methods for constructing ALI-LUOs from three individual patients. Images were captured at the same culture date (as indicated on the photos) after seeding on Transwell. Scale bar, 200 μm. (B) Bar graph showed the quantified CD45+CD3+ percentage of live cells of ALI-LUOs from LU01, LU02 and LU04. Data was presented as mean ± SD. (C) Immunofluorescent staining of CK7, α-SMA, and EpCAM in whole-mount ALI-LUOs. Scale bar, 50 μm.
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Figure S2 (related to Figure 2). (A-C) t-SNE plots illustrating the distribution of cell populations in different groups. (D) Heatmap of selected genes in the epithelial cells’ population. (E-G) Expression levels of signature genes were used to define (E) fibroblasts, (F) macrophages, and (G) monocytes. The average expression level (color) is the percentage of cells (sphere) expressing each marker for each cell type.
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Figure S3 (related to Figure 4). (A) Brightfield images of 3 ALI-LUOs before and after treatment with pembrolizumab (αPD-1) or IgG4 control. (B) Flow cytometry analysis and the quantification data of CD45 staining in live cells after treatment with IgG4 or αPD-1. 

Table S1 Clinical information of lung cancer patients in this cohort
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Table S2 Cell type and markers used for Single-Cell RNA-sequencing
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