SUPPLEMENTARY FIGURES
Supplementary Figure 1. Autofluorescence of AM. A representative image shows the

autofluorescence in a sample of AM. The inset shows an enlargement of a single cell.
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Supplementary Figure 2. Flow charts. Flow charts are shown for the TIS procedure and

for Image Analysis.

Flow chart for TIS procedure

Add FITC-antibody at appropriate concentration
Incubate for 30 minutes
Wash away unbound antibody

Obtain phase contrast image Repeat for

Obtain fluorescence image (bound FITC-antibody) each antibody

at appropriate exposure time
Photo-bleach bound FITC
Obtain 2 phase contrast image
Obtain 2M fluorescence image after bleaching

Flow chart for TIS image analysis

Align images

Subtract background (bleached image)
l Image Registrator
Binarize each subtracted fluorescence image
1 Binary center
Merge binarized images

l Moppi
Superimpose merged data on phase contrast image
MultiCompare

Tabulate CMPs for whole image
Identify pixel coordinates for selected single cells
ImageJ

Extract data (iMPs) for each selected cell

Analyze whole image and single cell data

61



Supplementary Figure 3. Clustering analysis of all cells. Clustering analysis was
performed on all cells (n=168 cells; 1,089,108 pixels) regardless of group (i.e. KO, SP-
Al, SP-A2). Ten main clusters are indicated by vertical red lines. Cluster numbers (i.e.
1, 2, 3, etc), along with the number of cells in each cluster are shown. Details of each

cluster are shown (Figures 8 and 9).

Cluster # 8 5 10 9 6 7 2 3 4 1

n=1%6 n=18 n=7 n=10 n=12 n=1§% n=27 n=20 n=20 n=23
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