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Supplementary Figure 1. Upregulation of Plexin-B2 in activated microglia/macrophages after SCI.
a. X-Gal staining of sagittal section of thoracic spinal cords from WT mouse show negative lacZ activity in sham
or after SCI at 7 dpi. Images from 3 independent mice for each condition showed similar results. b. IHC images
show Plexin-B2 induction at the injury site at 7 dpi after SCI, which co-localizes with CD11b. Images from 4
independent mice for each condition showed similar results. c. IHC images of thoracic spinal cords from
Cx3cr1GFP reporter mice show co-localization of Plexin-B2 and GFP at three time points after T8 transection.
Images from 4 independent mice for each condition showed similar results. d. IHC images show minimal overlap
between Plexin-B2 and the indicated neural markers at the injury site after SCI. Quantifications demonstrate that
Plexin-B2 upregulation largely occurs in IBA1+ microglia/macrophages at three time points after SCI. Images
from 4 independent mice showed similar results. e. Immunostaining of primary microglia (IBA1+) isolated from
Cx3cr1CreER Plxnb2fl/B mice with no Tamoxifen exposure show Plexin-B2 induction upon LPS stimulation.
Quantifications are shown on the right. n=100 cells counted from 3 independent cultures for each condition,
unpaired two-tailed Student’s t test, ***p<0.0001. Data represent mean ± SEM. f. IHC images with long exposure
show baseline expression of PB2 that colocalizes with IBA1 in uninjured spinal cord in control mice, but ablation
of Plexin-B2 in Plxnb2 cKO mice. Images from 4 independent mice for each condition showed similar results.
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Supplemental Video Legends  
 
Supplementary Video 1. Open field BMS scoring for control animal.  
Open field walking test for BMS scoring of a control animal at 35 days post injury. Animals were scored 

for plantar placement, ankle movement, angle of hindlimbs, trunk stability and other parameters as 

outlined in the BMS guidelines previously published. One representative movie from 12 independent 

animals shown. 

 
Supplementary Video 2. Open field BMS scoring for Plxnb2 cKO animal.  
Open field walking test for BMS scoring of a Plxnb2 cKO animal at 35 days post injury. One 

representative movie from 12 independent animals shown. 

 
Supplementary Video 3 and 4. Phagocytosis assay.  
pHrodo red zymosan bioparticles were added to a lawn of microglia isolated from Plxnb2fl/B 

Cx3cr1CreER/GFP mice without (control) or with tamoxifen treatment (cKO). In both conditions, cells 

phagocytosed the beads comparably. IncuCyte time-lapse movies were acquired at 1 hour intervals for 

a period of 24 hours. n=3 independent cultures per condition showed similar results.  
 

Supplementary Video 5. Cell motility for control microglia.  
Control microglia (GFP+) are highly motile. Primary microglia from cortex of neonatal Plxnb2fl/B 

Cx3cr1CreER/GFP pups were harvested and cultured. Cx3cr1-GFP+ microglia were overlaid on a lawn of 

Cx3cr1-GFP- neural cells (labeled with CellTracker Red). IncuCyte time-lapse movie was acquired at 

30 min intervals, for a duration of 5 days. Microglia motility (red line) was tracked using the MTrackJ 

plugin from ImageJ. n=3 independent cultures showed similar results. 
 
Supplementary Video 6. Cell motility for Plxnb2 cKO microglia.  
Plxnb2 cKO microglia (GFP+) tracked on a lawn of neural cells labeled with CellTracker Red, as in 

Supplementary Video. n=3 independent cultures showed similar results. 
 
Supplementary Video 7. Contact inhibition of locomotion (CIL) of control microglia.  
IncuCyte time-lapse movie was acquired at 5 minute time intervals over a period of 2 hours. Only 30 

min clip is shown here. Cortical cultures were obtained from neonatal Plxnb2fl/B Cx3cr1CreER/GFP mice 

and were not treated with OHT (control). Microglia were visualized by Cx3cr1-GFP reporter labels. 

Control microglia retracted and moved away within 5 minutes of contact with other cell types. n=3 

independent cultures showed similar results. 
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Supplementary Video 8. Contact inhibition of locomotion (CIL) of Plxnb2 cKO microglia.  
IncuCyte time-lapse movie was acquired at 5 minute time intervals over a period of 2 hours. Only 30 

min clip is shown here. Cortical cultures were obtained from neonatal Plxnb2fl/B Cx3cr1CreER/GFP mice 

and treated with OHT (Plxnb2 cKO). Microglia were visualized by Cx3cr1-GFP reporter label. Mutant 

cKO microglia stayed longer in contact with other cells than in control conditions. n=3 independent 

cultures showed similar results. 
 


