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ANNEX

(Mandatery-Information)

Note 1—Colonies are displayed on tissue culture plastic and are
manually enumerated by hand counting by multiple observers.
FIG. A1.1 Traditional CFU Assay for Manual Analysis by Multiple
Observers
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Nuclei Area = 621pm?

| Note 1—(A) Large FOXFOV images (480 image tiles stitched together) of Connective Tissue Progenitors (CTPs) seeded on 22 mm by 22 mm chamber
slides and stained with 4’,6—diamidino-2—phenylindole (DAPI). The images shown here have been background corrected (flattened illumination for each
tile) and processed for the removal of artifacts. (B) Images processed for colony segmentation (red outline) using various automated algorithms. (C)
Magnified colony (delineated with yellow box in B indicating various quantitative parameters that may be extracted.

FIG. A1.2 Automated CFU Analysis of Primary Adult Stem Cell from Bone Marrow
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Note 1—Analysis of Chondrogenesis in 2D Colony Assay. €artitege-derivedCartilage-derived CTPs were cultured on 2 cm by 2 cm Lab-tek glass slides
under chondrogenic conditions for six days. At day six, cells were stained in situ with acridine orange (AO) and counterstained with DAPI. Large FOV
imaging and quantitative image analysis software was used to identify, count, and analyze colonies. Outcome parameters include (but are not limited to)
cells per colony (N¢), colony area (A), cell density (D) (cells per area), area fraction of AO staining (AF,). As we have found in each tissue we have
assessed, colonies varied significantly with respect to each of these paramters-parameters. For example, AF, ranged from 5 % to over 80 %.
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FIG. X1.1 Automated CFU Analysis of Cartilege-derivedCartilage-Derived Connective Tissue Progenitors
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