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SUPPLEMENTARY FIGURES

Supplementary Figure S1
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Western Blots of the lysates of HeLa cells transfected with Htt.,;Q17 (67 kDa) and Htt.,;Q146 (83 kDa).

Three pockets of the gel were loaded with lysate of each transfected construct after incubation at 45 °C for 6
min (+ Tjump) and without incubation at 45 °C (- Tjump). (4) Stained Blot after the incubation with the anti-
GFP primary antibody. The difference between the visible bands and the calculated mass can be attributed to
the retarding effect of the polyQ tract !. (B) Stained Blot after stripping the GFP panel and incubation with the

control anti-f-tubulin primary antibody.



Supplementary Figure S2
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Inclusion body formation in AcGFP1-Htt.,,-mCherry transfected cells

Relative abundance of cells containing inclusion bodies 16 - 20 hours after transfection. Total number of cells
counted: Hitt.,;Q17 (n=262, two replicates), Htt.,;Q38 (n=155, two replicates), Httex; Q58 (n.rjump=1417,
Nyjump=1560, four replicates each), Htte;Q93 (N.1jump=1279, nirjump=1201, four replicates each), and

Hittey Q146 (n.1jump=1473, ni1jump=1276, four replicates each). The error bars were calculated as SD and the

statistical significance was tested by a one-way ANOVA with post-hoc Tukey test. * p <0.05, ** p <0.01
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Supplementary Figure S3
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Relaxation kinetics of the Htt.,; collapse.

(4) Relaxation times of the collapse process upon a temperature jump from 25 °C to 27 °C for DIGKL (n = 6),
Htt.,;Q17 (n = 20), Htt.,; Q38 (n = 26), Htte, Q58 (n = 50), Httx1Q93 (n = 38), and Hitt.,;Q146 (n = 20) in HeLa
cells. Error bars depict the SD and the significance between different constructs were calculated by a one-way
ANOVA with post-hoc Tukey test. ** p < 0.01 (B) Relaxation times of the collapse process for each 2 °C
temperature jump during the temperature jump experiments. Error bars depict the SD. The dashed lines are meant

as a guide to the eye.
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Supplementary Figure S4
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AUC fit analyses for Htt.,;Q17 and Htt.,;Q146 both with temperature jump (+ Tjump) and without (-

Tjump).

Raw data of fluorescence scans are represented in grey with a red line indicating the first fluorescence scan. The
fit analyses to the c(s) size distribution model are shown in blue. Representative data are shown for Htt.,;Q17

(4), Htte,; Q17 + temperature jump (B), Htt.,;Q146 (C) and Htt,, Q146 + temperature jump (D).
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5 Tjump response of intermolecular FRET Htt,,; proteins.

6

7 Mean D/A ratios of mCer-Htt,;Q,-mYFP and mCer-IRES-mYFP transfected cells in response to the Tjump
8 assay. The data are shown as mean + s.d., n = 20.
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1 Supplementary Table S1

Similarity based secondary structure prediction:

25°C Helix (%) | Beta (%) |Irregular (%) | NRMSD
AcGFP1-DIGKL-mCherry 6 49 46 0,21
AcGFP1-Htt;Q17-mCherry 9 48 43 0,26
AcGFP1-Htt.,;Q38-mCherry 14 39 47 0,16
AcGFP1-Htt,,;Q58-mCherry 14 39 47 0,22
37°C Helix (%) | Beta (%) |Irregular (%) | NRMSD
AcGFP1-DIGKL-mCherry 6 49 46 0,21
AcGFP1-Htt,;Q17-mCherry 14 39 47 0,22
AcGFP1-Htt;Q38-mCherry 14 39 47 0,21
AcGFP1-Htt.,;Q58-mCherry 14 39 47 0,25
50°C Helix (%) | Beta (%) |Irregular (%) | NRMSD
AcGFP1-DIGKL-mCherry 6 49 46 0,19
AcGFP1-Htt;Q17-mCherry 14 39 47 0,28
AcGFP1-Htt.,;Q38-mCherry 9 41 50 0,28
AcGFP1-Htt,,;Q58-mCherry 9 41 50 0,37
Basis spectra derived secondary structure prediction:
Total
25°C Helix (%) | Beta (%) | Irregular (%) (%)
AcGFP1-DIGKL-mCherry 7 59 41 107
AcGFP1-Htt.,;Q17-mCherry 9 39 44 92
AcGFP1-Htt.,;Q38-mCherry 1 32 48 81
AcGFP1-Htt.,;Q58-mCherry 21 36 41 98
Total
37°C Helix (%) | Beta (%) | Irregular (%) (%)
AcGFP1-DIGKL-mCherry 8 58 42 108
AcGFP1-Htt,,;Q17-mCherry 6 37 41 84
AcGFP1-Htt.,;Q38-mCherry 7 34 44 85
AcGFP1-Htt,,;Q58-mCherry 15 38 48 101
Total
50°C Helix (%) | Beta (%) | Irregular (%) (%)
AcGFP1-DIGKL-mCherry 1 59 45 105
AcGFP1-Htt;Q17-mCherry 14 39 47 100
AcGFP1-Htt.,;Q38-mCherry 11 34 51 96
AcGFP1-Htt.,;Q58-mCherry 6 34 46 86
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Secondary structure prediction for AcGFP1-DIGKL-mCherry and AcGFP1-Htt.,;Q,-mCherry proteins

based on the CD spectra shown in Fig. 3.

Two secondary structure prediction results are shown: a basis spectra and a similarity based prediction method 2.

Predictions were performed using the CAPITO (http://capito.nmr.leibniz-fli.de/) software and reference data set

2-


http://capito.nmr.leibniz-fli.de/)
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