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Accompanies Figure 4. 
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Figure S1: All Statistical Analyses Conducted for the Study 



 

 
 

PND 46 Astrocyte Volume (Figure 2B) 

          

          

          

          

          

PND 72 Astrocyte Volume (Figure 2D) 

          

          

          

          

          

PND 46 Astrocyte-Synaptic Interactions (Figure 3B) 

          

          

          

          

          

PND 72 Astrocyte-Synaptic Interactions (Figure 3D) 

          

          

          

          

          

PND 72 Immature Spines (Figure 4D) 

          

          

          

          

          

PND 72 Intermediate Spines (Figure 4D) 

          

          

          

          

          

   PND 72 Mature Spines (Figure 4D)    

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 38.23688 33.64198 17 33.45238 Mean 32.2909 32.43902 28.5 21.07895 

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 21241.11 25875.93 10207.51 9444.724 Mean 20590.53 23943.1 8578.654 9536.325 

SEM ±1574.199 ±1320.006 ±948.9464 ±760.1075 SEM ±1577.566 ±1218.267 ±455.4112 ±597.1823 

          

 

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 22583.12 26643.34 10549.57 7171.821 Mean 22292.15 27359.79 9704.246 5708.709 

SEM ±1573.77 ±853.4966 ±954.58 ±727.9249 SEM ±1256.7 ±1023.595 ±532.8143 ±262.4512 

          

 

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 0.051068 0.04899 0.092826 0.132066 Mean 0.032985 0.040877 0.103724 0.11808 

SEM ±0.003792 ±0.003361 ±0.006336 ±0.007241 SEM ±0.001791 ±0.00278 ±0.004435 ±0.006173 

          

 

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 0.057309 0.026233 0.099465 0.149188 Mean 0.034475 0.031567 0.103806 0.091557 

SEM ±0.003903 ±0.001636 ±0.006104 ±0.00822 SEM ±0.001832 ±0.00157 ±0.005749 ±0.00506 

          

 

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 15 27.51515 14.375 16.5 Mean 9 12.14286 11.66667 13 

SEM ±3.271085 ±3.966985 ±1.889232 ±1.671961 SEM ±0.57735 ±0.64499 ±2.108185 ±1.281025 

          

 

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 60.11111 61.125 85.64444 62.62222 Mean 68.08889 67.96667 71.84444 77.31111 

SEM ±3.054591 ±2.653678 ±1.756993 ±3.137632 SEM ±2.911805 ±2.025459 ±2.385553 ±2.617506 

          

 



 

SEM ±2.579452 ±1.954601 ±1.308366 ±2.566921 SEM ±2.193903 ±1.785307 ±2.217094 ±1.641557 

          

PND 72 Neuroligin 1 – Neurexin Colocalization (Figure 5B) 

          

          

          

          

          

   PND 72 Neuroligin 3 – Neurexin Colocalization (Figure 6B)   

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 34.4 22.8 29.22222 20.7 Mean 25.4 27.2 28.66667 12.8 

SEM ±1.701656 ±1.181735 ±2.010892 ±1.194961 SEM ±1.337006 ±2.001101 ±1.687055 ±1.13198 
 

 

Figure S2: Mean ± SEM for all data sets.

H2O EtOH 

 ACC mPFC LO-OFC VO-OFC  ACC mPFC LO-OFC VO-OFC 

Mean 38.2 22.84211 28.53333 19.04 Mean 27.6 21.73684 31.23333 11.81667 

SEM ±1.962522 ±1.399022 ±1.38193 ±1.243554 SEM ±1.38763 ±1.347402 ±1.5497 ±0.828544 

          

 



 

 
 

 
Figure S3. Data demonstrating no effect of treatment on PSD-95 expression in any PFC subregions at 

PND72 (F (1, 502) = 0.05115, p = 0.8212), when significant AIE-induced loss of PAP-synaptic interactions 

occur. It should be noted that there is a subregion effect (F (3, 502) = 101.9, p < 0.0001), post hoc analysis 

reveals that this is due to the presence of significantly more PSD-95 puncta within the mPFC when 

compared to all other subregions (p < 0.0001, for all comparisons). Data presented as mean ± SEM along 

with individual data points. Analysis: two-way ANOVA with Tukey’s post-hoc comparison, 

n=5/treatment group. 

 

 

 

Figure S4. Data demonstrating that there was no significant effect of subregion on spine density (F (1, 352) 

= 0.7979, p = 0.3723). There are no treatment effects when comparing AIE to control within subregions (p > 

0.05). Average spine densities were calculated using 2-3 separate dendrites from at least 4-5 separate image 

stacks per animal for a total of 15 dendritic branches/animal, n=3/treatment group). Data presented as mean 

± SEM along with individual data points. Analysis: two-way ANOVA with Tukey’s post-hoc comparison. 



 

 

 
 

Figure S5. Data demonstrating that there is no significant AIE-induced change in the expression of 

neuroligin 1 (F (1, 278) = 0.009163, p = 0.9238), neuroligin 3 (F (1, 278) = 0.2155, p = 0.6429) or their presynaptic 

partner, neurexin (F (1, 272) = 1.710, p = 0.1921), indicating that a loss of these proteins is not a driver of 

AIE-induced loss PAP-synaptic proximity. Data presented as mean ± SEM along with individual data 

points. Three 5 µm image stacks from randomly selected hemispheres were captured from 3 separate brain 

slices per animal (n=9-10 brains/treatment group). Analysis: two-way ANOVA with Tukey’s post-hoc 

comparison. 


