CDK5-mediated hyperphosphorylation of Tau217 impairs neuronal synaptic structure and exacerbates cognitive impairment in Alzheimer's disease
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Table S1. The primer sequences used for the genotyping.
	Mice                      
	Primer type                
	                  
	Genotyping Primer Sequence 

	              Common

p35 knockout   Wild type

               Mutant       
	
	 
	GCA GAT CCG CAG GAC TAA AC

TAG CTG GGG GAT AGG GAC A

ACC AAA TTA AGG GCC AGC TC


The three different primers used for the genotyping of p35 knockout mice.
Figure S1. Genotyping of p35 -/- mice was identified using tail samples. Genotyping was performed on a 1.5% agarose gel. M: 100 bp DNA ladder. Lanes 1–3: p35 -/- (292 bp), Lanes 4, 6–7: p35 +/- (179 bp and 292 bp), Lane 5: Wild-type (WT, 179 bp), Lane 8: Blank.

Figure S2. Primary cortical neurons were infected with AAV at optimal MOIs. (A) Primary cortical neurons were infected with AAV-GFP at various MOIs and observed under an inverted fluorescence microscope. (B) Compared to an MOI of 1 × 10⁴, neurons infected with AAV at an MOI of 5 × 10⁴ exhibited the highest colocalization in the largest number of live cells, indicating that an MOI of 5 × 10⁴ is optimal for subsequent experiments (n = 3–4). Scale bars = 50 μm. ****p < 0.0001.

Figure S3. Assessment of p-Tau217 mutations mediated by AAV vectors in vivo and in vitro. Primary cortical neurons were transduced with AAV-GFP, AAV-TauWT, AAV-TauT217A, or AAV-TauT217E, and FLAG-tagged protein (A-B) as well as P-Tau217 levels (C-D) were analyzed by Western blot. The hippocampal CA1 region of 5×FAD mice was transduced with the four AAVs, followed by Western blot detection of FLAG-tagged protein (E-F) and P-Tau217 (G-H). n = 3 per group. Data are presented as mean ± SEM and analyzed by one-way ANOVA. *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.

Figure S4. Deletion of p35/CDK5 suppresses Tau phosphorylation at Thr217 in p35 knockout mice. (A-B) Phosphorylation levels of Tau at Thr217 in the cortex and hippocampus of p35 knockout mice were significantly lower than in WT mice (n = 3 mice per group). (C-D) Triple immunofluorescence staining for P-Tau217 (green), β-Ⅲ Tubulin (red), and DAPI (blue) in WT and p35 knockout mice at 2 months of age (n = 3 mice per group). Scale bar = 1mm. Detailed images showed the expression changes in the CA1 region of the hippocampus between WT and p35-/- mice. Scale bar = 0.25mm. Data are presented as mean ± SEM and analyzed by one-way ANOVA. *p < 0.05, **p < 0.01, ****p < 0.0001.

