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*DAPI 390/22nm :520mW *mCherry 575/25nm :445mW
*CFP 440/22nm :420mW *Cyb 635/22nm :510mW
*GFP/FITC 475/28nm :530mW =Cy7 747/11nm :515mW
-YFP 510/25nm :300mW

*Cy3 555/28nm :370mW
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Analysis software allows combining objects from different planes and 3D visualization of
cells and networks. Custom Module was used to define “fibers” for outgrowth and cell
nuclei. Objects were first found in each plane and then connected in 3D space using
“connect by best match” function. 3D analysis typically takes longer, but allows better
resolution and quantitation of objects in the volume (including overlapping objects).
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Figure 3. Left: 3D visualization of cells and networks in hydrogel by MetaXpress software. 3D
visualization shows cell nuclei (pseudocolored) and TuJ-1 positive neurites and cell bodies (red).
Middle: Analysis masks for “fibers” defined in the individual plane. 3D analysis was performed to
define the number of fibers (neurites) per well, total volume of fibers (neurites), number of
branching points, and number of cells (nuclei). Graphs demonstrate dependencies of
measurements from the number of plated neurons (triplicates).
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