




Figure S2.  Related to Figure 4. Silencing of astrocytic tight junction proteins in vitro.  (A) Western immunoblots of 

CLDN-1, CLDN-4 and JAM-A on lysates of primary human astrocyte cultures nucleofected with siRNA for CLDN-1, CLDN-4, 

JAM-A, or non-targeting (NT) control, then exposed to 10ng/ml IL-1β for 24h followed by washout. (B) Densitometric 

analysis of Western immunoblots demonstrates that inactivation of each transcript with siRNA is effective and does not 

impact induction of the others (3 biological replicates each group, one way ANOVA with Bonferroni correction, p<0.005). 

(C, D) ImageJ analysis of co-cultures of CD3
+
 T lymphocytes and reactive human astrocytes pre-treated with siCLDN-1, 

siCLDN-4, or siJAM-A, or non-targeting (siNT) control. (C, D) Immunostaining for CD3 at 48h validates evenly distributed 

loading of CD3
+
 cells onto astrocytic monolayers. (E) Confocal images of immunostained co-cultures of activated (A) 

human CD3
+
 T lymphocytes with non-activated (NA) (ie. untreated and serum starved) human astrocytes demonstrates 

an absence of CD3+ cell clustering in co-culture of at 12h, 24h and 48h. Scale bars 20μm (F) Similarly, co-culture of 

activated (A, ie. IL-1β treated) astrocytes with non-activated (NA) leukocytes also demonstrates an absence of CD3+ cell 

clustering (figures from co-cultures at 24h; a cropped version of the 24h panel from E is redemonstrated in the NA astro-A 

leuko panel of F).  In sum, clustering requires activation of both cell populations.  Scalebars, 10μm. 
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