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Restoration of physiological expression of 5-HT6 into the primary cilia of null 

mutant neurons lengthens both primary cilia and dendrites. 

Atom J. Lesiak, Matthew Brodsky, Nathalie Cohenca, Alex Croicu, and John F. 

Neumaier 

Molecular Pharmacology 

Supplemental Materials 

 

Supplemental Figure 1: 5-HT6R dose does not affect Fyn phosphorylation in HEK 

293 cells. HEK 293 cells were transfected with empty vector, 5-HT6R plasmid at 

different doses, or untransfected, then treated with vehicle or 1µM WAY-208466 for 15 

minutes. Immunoprecipitation from cell lysates was conducted using anti-Fyn Ab, bound 

material was eluted, subjected to SDS-PAGE, and then immunoblotted for Fyn and 

phosphorylated Fyn (p-Y420). A) Representative western blot of IP isolated Fyn and 

Fyn phosphorylated at Y-420. B) Graph depicting p-Y-420 intensity/Fyn intensity.  1-

Way ANOVA, n=3 biological replicates for each experiment. 



Supplemental Table 1: Statistical Data for Figures 
 

 
 

Supplemental Table 1: Table of Statistical Analysis
Figure 2 Panel Test Protein n r^2 t df p-value

A T-test on Regression Against a Null Linear Model 5-HT6 5 0.864 2.976 3 0.058

CRE 5 0.112 0.196 3 0.856

Test mRNA n r^2 t df p-value

B T-test on Regression Against a Null Linear Model 5-HT6 3 0.999 505.613 1 0.001

CRE 3 -0.991 -7.569 1 0.083

ß-Actin 3 -0.905 -2.134 1 0.278

HPRT 3 0.659 0.878 1 0.541

GFP 3 -0.802 -1.344 1 0.407

Test Measure n r^2 t df p-value

F T-test on Regression Against a Null Linear Model %Ciliation 6 -0.302 -0.634 4 0.561

%Receptor in Cilia 6 -0.749 -2.267 4 0.085

%Cilia with Receptor 6 -0.638 -1.657 4 0.172

Test Measure n r^2 t df p-value

G T-test on Regression Against a Null Linear Model HA Length 6 0.983 10.88 4 0.0004

Arl13b Length 6 0.621 1.587 4 0.187

Measure n r^2 t df p-value

H T-test on Regression Against a Null Linear Model Dendritic Branches 6 -0.043 -0.087 4 0.934

Dendritic Length 6 -0.136 -0.275 4 0.796

Measure n r^2 t df p-value

I T-test on Regression Against a Null Linear Model Ciliated Dendritic Length 6 -0.097 -0.196 4 0.854

Unciliated Dendritic Length 6 0.163 0.332 4 0.756

Figure 3 Panel Test F r^2 df(treatment) df(residual) p-value

A ANOVA, Bonferroni Post-Hoc 5.327 0.7141 15 32 <0.0001

B ANOVA, Bonferroni Post-Hoc 4.263 0.666 15 32 0.0003

Protein

D ANOVA, Bonferroni Post-Hoc Fyn 0.908 0.284 7 16 0.524

p-Y-420 (pFyn) 0.64 0.219 7 16 0.716

p-Y-420/Fyn 2.075 0.475 7 16 0.107

Figure 4 Panel Test H p-value

A Kruskal-Wallis and Dunn's Multiple Comparison Post-hoc 2.209 0.5302

B Kruskal-Wallis and Dunn's Multiple Comparison Post-hoc 1.043 0.5937

C Kruskal-Wallis and Dunn's Multiple Comparison Post-hoc 5.767 0.0559

D Kruskal-Wallis and Dunn's Multiple Comparison Post-hoc 19.35 0.0002

E Kruskal-Wallis and Dunn's Multiple Comparison Post-hoc 1.449 0.4845

Figure 5 Panel Test F r^2 df(treatment) df(residual) p-value

B ANOVA, Bonferroni Post-Hoc 2.645 0.06 3 123 0.0522

C ANOVA, Bonferroni Post-Hoc 5.246 0.113 3 123 0.0019

Test F dF dF (residual) % of total variance p-value

D 2-Way ANOVA Interaction 2.419 3 198 3.25 0.0674

Ciliation 5.613 1 2.51 0.0188

Receptor Expression 4.244 3 5.69 0.0062

E 2-Way ANOVA Interaction 2.288 3 216 2.84 0.0795

Receptor Localization 6.966 1 2.88 0.0089

Receptor Expression 3.896 3 4.84 0.0097

Figure 6 Panel Test Receptor H p-value

Cilia Length A Kruskal-Wallis and Dunn's Multiple Comparison Post-hoc EV 2.645 0.482

E WT 5-HT6 5.246 0.203

I 5-HT6
406-411del

0.936 0.816

M 5-HT6
D106A

3.141 0.37

Test F r^2 df(treatment) df(residual) p-value

Dendritic Length B ANOVA, Bonferroni Post-Hoc EV 3.063 0.0384 3 231 0.028

F WT 5-HT6 4.674 0.0531 3 250 0.0034

J 5-HT6
406-411del

0.902 0.012 3 223 0.4405

N 5-HT6
D106A 1.958 0.023 3 249 0.12

Test F dF dF (residual) % of total variance p-value

Dendritic Length C EV Interaction 0.968 3 227 1.17 0.408

Ciliation Dependent 2-Way ANOVA Ciliation 11.45 1 4.62 0.0008

Receptor Expression 2.134 3 2.58 0.0968

G WT 5-HT6 Interaction 0.299 3 246 0.35 0.8256

2-Way ANOVA Ciliation 0.67 1 0.26 0.4137

Receptor Expression 2.069 3 2.45 0.1049

K 5-HT6
406-411del

Interaction 0.468 3 219 0.62 0.704

2-Way ANOVA Ciliation 2.972 1 1.31 0.0861

Receptor Expression 0.996 3 1.32 0.3952

O 5-HT6
D106A

Interaction 1.664 3 244 1.95 0.175

2-Way ANOVA Ciliation 6.196 1 2.42 0.0135

Receptor Expression 0.144 3 0.17 0.933

Test F dF dF (residual) % of total variance p-value

Dendritic Length D EV Interaction Not capable of statistical analysis because Receptor Never in Cilia

Receptor Localization 2-Way ANOVA Receptor Localization

Receptor Expression

H WT 5-HT6 Interaction 0.456 3 246 0.54 0.713

2-Way ANOVA Receptor Localization 1.256 1 0.49 0.263

Receptor Expression 2.281 3 2.68 0.079

L 5-HT6
406-411del

Interaction 0.3368 3 219 0.44 0.7988

2-Way ANOVA Receptor Localization 6.95 1 3.03 0.009

Receptor Expression 0.8478 3 1.11 0.4691

P 5-HT6
D106A

Interaction 0.4248 3 244 0.51 0.7354

2-Way ANOVA Receptor Localization 2.448 1 0.97 0.1189

Receptor Expression 1.166 3 1.39 0.3232


