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Figure S1: Representative maximum intensity projections of F-actin (green) and nuclei (blue) for 

HTK cells in 3-D fibrin matrices, following 48 h of culture in basal media (left column), PDGF BB 

(middle column) or TGFβ1 (right column). Note that cells are more elongated and more 

interconnected in PDGF BB as compared to basal media or TGFβ1. Scale bar = 75 μm.  

Figure S2. Verification that the NH3 ester signal detected is only from fibrin fibers. In this 

representative image, HTK cells were cultured in a fluorescently labeled 3D fibrin matrix for 48 h in 

media containing PDGF BB. Subsequently, cells were fixed and labeled for F-actin and fibronectin. 

(A) Overlay of fibrin (red) and fibronectin (green). Note that in addition to regions with strong 

colocalization of fibronectin with fibrin (yellow labeling, arrowheads), in many areas fibronectin 

labeling occurs along the edge of fibrin fibrils (arrows) and the fluorescent signal does not completely 

overlap. In addition, areas of fibronectin accumulation are observed in areas where no fibrin signal 

is present. Finally, short segments of fibronectin labeling are often observed along longer fibrin fibers, 

and there is no increase in the fibrin signal intensity in the segments where fibronectin is present, as 

would be expected if the fibronectin had been labeled with the NH3 ester. (B) Overlay of fibrin (red) 

and F-actin (green). Note that in addition to regions with colocalization of F-actin and fibrin 

(arrowheads), in many areas F-actin labeling is completely uncorrelated with the fibrin fibrils 

(arrows), including regions along the cell membrane.  

Figure S3. Method used for calculating the correlation between actin, fibrin and fibronectin 

patterning. Changes in pixel intensities were measured across the cell body and between neighboring 

cells where fibrin compaction was observed. In this example, HTK cells were cultured in a 

fluorescently labeled 3D fibrin matrix for 48 h in media containing PDGF BB (to stimulate cell 

spreading). Subsequently, cells were fixed and labeled for F-actin and fibronectin. Images on the left 

are maximum intensity projections of z-series from each individual channel. Using Image J software, 

lines were traced across the cell body (red) or between neighboring cells (white), using exactly the 

same x-y positions for each channel. Subsequently the changes in pixel intensity corresponding to the 

traced lines for each channel were stored and plotted. Correlation was calculated comparing the 

linear relationship between actin, fibronectin, and fibrin fibers across the cell body and between 

neighboring cells. Red and white bars are 40 µm. 
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Figure S1. Differences in cell connectivity and morphology following culture in basal media, PDGF 

BB and TGFβ1 

 

Figure S2. Comparison of fibrin, fibronectin, and F-actin labeling patterns. 
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Figure S3. Method used for calculating the correlation between actin, fibrin and fibronectin patterning. 

Table S1. NRK Cell Morphology. 

  
Basal 

Media 

PDGF 

BB 
TGF Basal Media vs 

PDGF BB 

Basal Media vs 

TGF 

PDGF BB vs 

TGF 
N (cells) 28 23 25 

Cell Area 

(m2) 

737 + 

255 

963 + 

390 

708 + 

269 P < 0.05 NS P < 0.05 

*Cell 

Length (m) 

88.1 

(74.2, 

105.0) 

155.9 

(119.2, 

235.1) 

102.9 

(78.1, 

150.6) 
P < 0.01 NS P < 0.05 

*Length/Br

eadth 

1.6 

(1.3, 

2.4) 

3.6 

(2.1, 5.3) 

1.9 

(1.4, 

2.8) 
P < 0.05 NS P < 0.01 

*Non-parametric data are presented as: Median (25th percentile, 75th percentile);  

P values are from ANOVA (Cell Area) or ANOVA on Ranks (Cell length, Length/Breadth); NS = not 
significant 
For each condition, cells from two different matrices were combined for the analysis 
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