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Supplementary figures legends 

Figure S1. Purification of endogenous FL-Htt for mass spectrometry from mouse brain.   

A, Total cell lysates from frozen whole brains of normal WT controls or homozygous KI Q175 

mice were prepared as described in the Experimental Section. Htt proteins were 

immunoprecipitated with either anti-Htt 2166, or with anti-polyQ MW1 antibodies, as indicated, 

fractionated on NuPAGE 4-12% Bis-Tris polyacrylamide gels and stained with SimplyBlue Safe 

protein stain. Htt bands are marked with arrows. B, Small aliquots of inputs (1% of the sample), 

unbound fraction (1% of the sample), and eluted IP material (10% of the sample) were analyzed 

by Western blotting with antibodies to Htt (MAB2166). Htt protein bands were visualized using 

Molecular Imager Gel Doc XR System and quantified using Image J software. The results of 

quantification (shown at the bottom) demonstrate that at least 50% of Htt was remaining in the 

unbound fraction after pull-down of WT Htt with 2166 antibody, and of expanded Htt with MW1 

antibody. Approximately 50% of Htt proteins were recovered from the eluted IP material. 

Figure S2. Validation of the specificity of antibodies to PTMs. Total cell lysates were 

prepared from HEK293 cells transfected with indicated FL-Htt constructs- unmodified and with 

mutations of the phosphorylation sites. Htt proteins were immunoprecipitated with anti-polyQ 

MW1 antibody, fractionated on NuPAGE 4-12% Bis-Tris polyacrylamide gels and analyzed by 

Western blotting with indicated phospho-specific antibodies to Htt. The blots were stripped and 

re-probed with MW1 antibody for estimation of total Htt levels. 

Figure S3. Subcellular localization of expanded Htt is modulated by PTMs. A, Striatal 

STHdh Q7/Q7 cells, 36 were transfected with indicated constructs encoding full-length Htt-82Q 

with alterations of phosphorylation (A) or acetylation (B) sites, and without PTM alterations. 

Cytoplasmic and nuclear fractions were prepared and analyzed as described in the Experimental 
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Section and in legend to Figure 7. Representative gels are shown for each construct. Htt protein 

bands were visualized using Molecular Imager Gel Doc XR System and quantified using Image J 

software. The results of quantification are presented on Figure 7B as a ratio of nuclear to 

cytoplasmic mean intensity values (+ SEM), normalized to histone H1 (nuclear) and β-tubulin 

(cytoplasmic) as a loading control, for each PTM alteration.  
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Table S1. Synthetic peptides used to target PTMs on mouse Htt for identification and 
quantitation in TMT-based mass spectrometry experiments.  

Sequence Modification Targeted 
PTM site  

EsLKsF Phosphorylation S13/S16 

VNHCLTICENIVAQsLRNSPEFQK  Phosphorylation S116 

VNHCLTICENIVAQsLRNsPEFQK Phosphorylation S116; S120 

tAAGSAVSIcQHSR  Phosphorylation T271 

SGsIVELIAGGGSSCSPVLSR Phosphorylation S421 

SGSIVELLAGGGSscSPVLSR Phosphorylation S432 

TLkDESSVTCK Acetylation K818 

AALPSLTNPPSLsPIRR  Phosphorylation S1181 

EkEPGEQASTPMSPK  Acetylation K1190 

EkEPGEQASTPMsPK  Acetylation K1190/S1201 

EPGEQASTPMsPK  Phosphorylation S1201 

kVGEASAASR  Acetylation K1204 

LHDVLkATHANYK Acetylation K1246 

SLNPQksGEEEDSGSAAQLGMCNR Acetyl/phospho K1875/S1876 

sGEEEDSGSAAQLGMCNR Phosphorylation S1876 

sDSALLEGAELVNR  Phosphorylation S2114 

SDsALLEGAELVNR Phosphorylation S2116 

kLSMIR Acetylation K2548 

kGFPCEAR Acetylation K2969 
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Supplementary spectra 

S116-phospho, Htt from mouse brain 

 

 

 

T271-phospho, Htt from mouse brain                              

 

 

 

T271-phospho, Htt from human brain 
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S421-phospho and S434 –phospho, Htt from mouse brain 

 

 

 

 

S419-phospho and S434-phospho, hu Htt from HEK293 

 

 

 

 

S421-phospho and S434 –phospho, hu Htt from HEK293 
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S431-phospho, Htt from mouse brain 

 

 

 

S432-phospho, Htt from mouse brain 

 

 

 

S431-phospho, hu Htt from HEK293 
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S432-phospho, hu Htt from HEK293 

 

 

 

 

S434-phospho, hu Htt from HEK293 
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K444-acetyl, hu Htt from HEK293 

 

 

 

K818-acetyl, Htt from mouse brain 

 

 

 

K818-acetyl, Htt from human brain 
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S1181-phospho, Htt from mouse brain 

 

 

 

S1181-phospho, Htt from human brain 

 

  

 

K1190-acetyl, Htt from mouse brain 
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S1201-phospho, Htt from mouse brain 

 

 

 

 

S1201-phospho, hu Htt from HEK293 

 

 

 

K1190-acetyl and S1201-phospho, hu Htt from HEK293 
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K1203-acetyl, hu Htt from HEK293 

 

 

 

K1204-acetyl, Htt from mouse brain 

 

 

 

 

K1204-acetyl, hu Htt from HEK293 
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K1246-acetyl, Htt from mouse brain 

 

 

 

K1246-acetyl, hu Htt from HEK293 
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S1864-phospho, Htt from mouse brain 

 

 

 

S1864-phospho, Htt from human brain 

 

 

 

S1866-phospho, Htt from mouse brain 
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S1866-phospho, hu Htt from HEK293 

 

 

 

S1872-phospho, hu Htt from HEK293 

 

 

 

K1875-acetyl, S1876-phospho, Htt from mouse brain 
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S1876-phospho, Htt from mouse brain 

 

 

 

 

S1876-phospho, Htt from human brain 

 

 

 

S1882-phospho, Htt from mouse brain 
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S2114-phospho, Htt from mouse brain 

 

 

 

S2116-phospho, Htt from mouse brain 

 

 

 

 

S2116-phospho, hu Htt from HEK293 

 

 

 



S14 
 

S2330-phospho, Htt from human brain 

 

 

 

 

S2489-phospho, Htt from mouse brain 
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K2548-acetyl, Htt from mouse brain 

 

 

 

K2548-acetyl, Htt from human brain 
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K2615-acetyl, Htt from mouse brain 

 

 

 

 

K2615-acetyl, hu Htt from HEK293 
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S2652-phospho, hu Htt from HEK293 

 

  

 

 

 

 

 

 

S2653-phospho, hu Htt from HEK293 
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S2653-phospho, S2657-phospho, Htt from mouse brain 

 

 

 

 

 

 

 

 

 

 

S2653-phospho, S2657-phospho, Htt from human brain 
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S2936-phospho, Htt from mouse brain 

 

 

 

 

 

 

S2936-phospho, hu Htt from HEK293 
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S2941-phospho, Htt from mouse brain 

 

 

 

 

 

 

S2941-phospho, hu Htt from HEK293 
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S2936-phospho, S2944-phospho, Htt from mouse brain 

 

 

 

 

 

T2947-phospho, Htt from mouse brain 

 

 

 

 

K2969-acetyl, Htt from human brain 
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