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Supplementary Figure 1: Representative example of the VVC-on-chip 3D reconstructions. (left) Single-channel image layers from a three-dimensional confocal microscopy Z-stack recorded from a C. albicans-infected chip. From bottom to top: membrane pores (grey), DAPI-stained nuclei (cyan), Phalloidin-stained actin (green), anti-Candida-stained fungal hyphae (magenta), anti-CD15-stained neutrophils (orange), neutrophil-bounded fungal hyphae (overlay of orange and magenta). (right) The corresponding 3D surface reconstructions of the left panel provided by Imaris 11.0.1. From bottom to top: membrane pores (random colours), nuclei (cyan), actin (green), fungal hyphae (magenta), neutrophils (random colours), neutrophil-bounded fungal hyphae (overlay of magenta and random colours). See the Methods for segmentation details.  
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Supplementary Figure 2: Magnified view of the representative images in Figure 2d showing morphological changes in the epithelial actin-cytoskeleton organization upon CA3153 infection. (left) Uninfected. (middle) Epithelial actin-cytoskeleton disorganization in an infected chip. (right) Actin cuff formation in an infected chip (white arrowheads). Middle and right images are the magnified views of different regions in the same image. F-actin is stained with phalloidin (green) and C. albicans is stained with anti-Candida antibody (magenta). Magnification 20×. Scale bars represent 20 μm.
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Supplementary Figure 3: Comparison between reference strain SC5314 and vaginal isolate CA3153. (a) Epithelial fungal burden from SC5314 and CA3153 measured by quantifying colony-forming units (CFU; n = 6). (b) Epithelial fungal burden in epithelial lysate from SC5314 and CA3153 measured by quantifying CFU (n = 4). The symbols represent the data from each independent experiment, bars represent the mean + standard error of the mean (SEM), and the numbers represent the P-values obtained in each statistical test. Statistical significance was determined using paired t-test (a-b).
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Supplementary Figure 4: Representative confocal microscopy of infected chips perfused without and with neutrophils. Nuclei are stained with DAPI (blue), F-actin is stained with phalloidin (green), human neutrophils are stained using anti-CD15 (orange), and C. albicans is stained with an anti-Candida antibody (magenta). Magnification 20×. Scale bars represent 100 μm.
[image: ]Supplementary Figure 5: Number of neutrophils occupying membrane pores. Average number of neutrophils that occupy the membrane pores were estimated from the distance from the reconstructed membrane pores. A distance of 8 µm, which corresponds to the thickness of the membrane, was used as a threshold to identify in-pore neutrophils. Data was generated from nine uninfected images and ten infected images obtained from two individual chip experiments. Bars represent the mean + standard error of the mean (SEM) in all panels.
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